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Abstract 

Cartilage, which lines joint surfaces to allow near-frictionless movement, lacks the ability to 

adequately repair itself and there are currently no effective, disease-modifying drugs to halt or 

repair the damage. Development of powerful in vitro models to investigate gene expression 

changes during osteoarthritis and chondrogenesis is key in understanding how the disease develops 

and how cartilage might attempt to repair itself. 

In this thesis, an enhanced model of chondrogenesis of the murine ATDC5 chondroprogenitor cell 

line was developed with cells cultured in micromass. Results revealed not only an increase in 

chondrogenesis markers, but markers of growth plate differentiation, including type X collagen, 

were either restricted or repressed, whilst expression of genes rich in articular cartilage were up-

regulated. This suggests that the enhanced ATDC5 model is more reminiscent of articular cartilage, 

making this model suitable for investigations into osteoarthritis - a disease of articular cartilage. 

The role of WNT5A signalling was then investigated (which is up-regulated in osteoarthritic cartilage) 

in a disease-like context by stimulating cultures with cytokines. Microarray analysis unearthed 

interesting and novel results, including a decrease in WNT5A signalling and in expression of 

members of the CCN family. Pathway analysis allowed further exploration of the interrelationship 

between cytokine and WNT signalling. Some changes in gene expression were reminiscent of those 

observed previously in in vivo models of early osteoarthritis. 

Finally, migration studies revealed that non-induced, undifferentiated ATDC5 cells have a migratory 

phenotype reminiscent of chondroprogenitor cells, which have the capacity to migrate to sites of 

cartilage injury in vivo. A novel model of cartilage invasion was also developed, with results 

suggesting WNT5A may be a potential inducer of chondroprogenitor invasion. 

Together, this thesis shows that the ATDC5 model is a good model for investigating articular 

cartilage both in a physiological and pathological setting. 
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Chapter 1 

Introduction 

Chapter 1 - Introduction  
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1.1 Introduction to cartilage 

Cartilage is a connective tissue found in various locations around the body, including the ear, nose, 

articulated joints and intervertebral discs, comprising primarily of collagens and proteoglycans. It is 

classified into three main types: hyaline cartilage, elastic cartilage and fibrocartilage, with each type 

exhibiting unique properties. Hyaline cartilage is the most prominent form of cartilage in the body, 

forming the framework of the embryonic skeleton to be largely replaced by bone in a process called 

endochondral ossification. As a result, hyaline cartilage is left lining the surfaces of bones in 

articulating joints, and thus is called articular cartilage. The main collagen in hyaline cartilage is type 

II collagen. This is also true for elastic cartilage, which is histologically similar to hyaline cartilage, 

but in addition, also contains elastin fibres, which can be seen by light microscopy (Horton, 1993; 

Worster, et al., 2001). This is the most flexible type of cartilage and is found in areas such as the 

ears and nose. Finally fibrocartilage is the most rigid cartilage and is located in the intervertebral 

discs. Unlike hyaline cartilage and elastic cartilage, the main collagens in fibrocartilage are type I 

collagen with a small proportion of type III collagen (Eyre & Wu, 1983). 

1.1.1 Articular Cartilage 

Articular cartilage is hyaline cartilage that lines the surfaces of articulated joints (Figure 1.1) that 

resists deformation, aiding distribution of load and protecting the underlying bone (Buckwalter & 

Mankin, 1997; Hendren & Beeson, 2009). It is comprised primarily of an extracellular matrix (ECM) 

containing type II collagen; the large aggregating proteoglycan, aggrecan; and water. It is also 

sparsely populated by chondrocytes, which constitute less than 5% of the cartilage volume (Poole, 

et al., 2002). The remainder of the cartilage is inhabited by the extensive ECM. It is the combined 

properties of the constituents of the matrix, as well as the synovial fluid that fills the joint cavity, 

that allow near-frictionless movement of articulated joints in healthy individuals (Wu, et al., 2010). 
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1.1.2 Type II Collagen 

Collagen is an abundant protein in the body, forming one third of the total protein in humans. 

Conservation of collagen proteins has been observed across phyla from simple organisms such as 

sponges, to complex animals such as vertebrates (Boot-Handford & Tuckwell, 2003) and has been 

reported to be discovered in a 65 million year old Tyrannosaurus rex fossil (Shoulders & Raines, 

2009). This high conservation and abundance clearly demonstrates the importance of the collagen 

proteins. 

Figure 1.1 - Anatomy of an articulated joint. Simplified diagrammatic view of an articulated joint 

showing a layer of articular cartilage lining the surfaces of two meeting bones. Physical 

interaction between the bones is prevented by the lining cartilage and allows near-frictionless 

movement in healthy individuals, resisting deformation due to bearing load via the distribution 

of the load across the joint, protecting the underlying bone. Reproduced from (Maen, 2010) 
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Type II collagen is a classical fƛōǊƛƭƭŀǊ ŎƻƭƭŀƎŜƴΣ ǿƘƛŎƘ Ŏƻƴǎƛǎǘ ƻŦ ǘƘǊŜŜ ƘŜƭƛŎŀƭ ǇƻƭȅǇŜǇǘƛŘŜ ʰ ŎƘŀƛƴǎ 

that wrap around each other to form the characteristic triple helix. The various types of collagens 

Ŏƻƴǘŀƛƴ ŜƛǘƘŜǊ ŀ ƳƛȄǘǳǊŜ ƻŦ ŘƛŦŦŜǊŜƴǘ ʰ ŎƘŀƛƴǎ όƘŜǘŜǊƻǘǊƛƳŜǊύ ƻǊ ǘƘǊŜŜ ƻŦ ǘƘŜ ǎŀƳŜ ʰ chains 

όƘƻƳƻǘǊƛƳŜǊύΣ ǿƛǘƘ ǘȅǇŜ LL ŎƻƭƭŀƎŜƴ ōŜƛƴƎ ŀ ƘƻƳƻǘǊƛƳŜǊ ŎƻƴǎƛǎǘƛƴƎ ƻŦ ǘƘǊŜŜ ʰмόLLύ ŎƘŀƛƴǎ (Shoulders 

& Raines, 2009). These chains contain the typical -Gly-X-Y- triple repeat domain, where X is typically 

proline and Y is typically hydroxyproline (Ramachandran, 1956). The repeat of glycine, due to its 

small size, at every third ǊŜǎƛŘǳŜ ŜƴŀōƭŜǎ ǘƘŜ ʰ ŎƘŀƛƴǎ ǘƻ ǘǿƛǎǘ ŀǊƻǳƴŘ ŀ ŎŜƴǘǊŀƭ ŀȄƛǎΣ ǿǊŀǇǇƛƴƎ ǊƻǳƴŘ 

each other to form the triple helix. This structure is stabilised by hydroxyproline, forming hydrogen 

bonds along the helix (Cremer, et al., 1998; Boot-Handford & Tuckwell, 2003). 

/ƻƭƭŀƎŜƴ ƛǎ ŦƛǊǎǘ ǎȅƴǘƘŜǎƛǎŜŘ ŀǎ ƛǘǎ ǎŜǇŀǊŀǘŜ ʰ ŎƘŀƛƴǎ ǿƘƛŎƘ ǳƴŘŜǊƎƻ Ǉƻǎǘ-translational modification 

in the rough endoplasmic reticulum (RER). Once translocated into the endoplasmic reticulum lumen, 

the carboxy terminal non-ŎƻƭƭŀƎŜƴƻǳǎ όb/мύ ŘƻƳŀƛƴ ŦƻƭŘǎ ŀƴŘ ǎŜƭŜŎǘǎ ƻǘƘŜǊ ŀǇǇǊƻǇǊƛŀǘŜ ʰ ŎƘŀƛƴǎ 

ǿƛǘƘ ǿƘƛŎƘ ǘƻ ǘǊƛƳŜǊƛǎŜ ǿƛǘƘΣ ƴǳŎƭŜŀǘƛƴƎ ŀǘ ǘƘŜ ŎŀǊōƻȄȅ ǘŜǊƳƛƴŀƭ ŀƴŘ ΨȊƛǇǇƛƴƎ ǳǇΩ ǘƘŜ ǊŜǎǘ ƻŦ ǘƘŜ 

trimer in a C-N direction. For fibrillar collagens, this procollagen remains soluble due to the soluble 

C and N terminal domains. Once secreted and these prodomains cleaved, the insoluble collagenous 

domain containing the -Gly-X-Y- repeat aggregates and overlaps, with lysyl oxidase catalysing cross-

links to stabilise the fibrils (Boot-Handford & Tuckwell, 2003)(Figure 1.2). Many of these collagen 

fibrils then associate to form a collagen fibre. This organised structure is what gives collagen its 

properties, providing strength and resistance to stretching forces. 
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Figure 1.2 - Collagen fibril synthesis. ¢ƘǊŜŜ ǘǊŀƴǎƭŀǘŜŘ ʰ ŎƘŀƛƴǎ ŀǎǎƻŎƛŀǘŜ ŀǘ ǘƘŜƛǊ /-terminal and 

zips along the chains in a C-N direction, forming a triple helix. Once secreted from the cell, the 

C-terminal and N-terminal domains are cleaved and the individual collagen proteins associate 

together in a staggered formation. Cross-links are then catalysed by lysyl oxidase to form 

collagen fibrils. Figure adapted from Hill (2009). 

Lysyl oxidase 

Nucleation at C-terminal 
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1.1.3 Aggrecan 

Aggrecan is a large proteoglycan and is another important constituent of cartilage, providing the 

cartilage with resistance to compressive forces (Haung & Wu, 2008). Its core protein contains three 

globular domains, termed G1, G2 and G3, rich in cysteine. The G1 and G2 domains are separated 

by an interglobular domain (IGD); and G2 and G3 are separated by a long glycosaminoglycan (GAG)-

attachment region, consisting of three domains, one of which covalently links keratan sulphate (KS) 

and two (CS1 and CS2) that link chondroitin sulphate (CS) chains (Roughley, 2001, 2006) (Figure 1.3). 

As its name suggests, aggrecan aggregates non-covalently onto a central filament of hyaluronan 

(HA) via a link protein in complex with G1, forming a ternary complex between the three 

components, with up to 100 aggrecan molecules radiating from the HA (Mörgelin, et al., 1988; 

Dudhia, 2005; Roughley, 2006). The size of this complex traps aggrecan in the type II collagen 

framework in articular cartilage. However, aggrecan is rarely found in its whole form in cartilage, 

being subject to proteolytic processing of the core protein. This results in aggregation typically of 

G1-containing fragments within the collagen matrix (Roughley, 2006). 

The essential function of aggrecan in cartilage comes from the attachment of GAGs - negatively-

charged linear polysaccharides, KS and CS, forming a bottlebrush structure (Figure 1.3). In the 

presence of HA, many aggrecan monomers aggregate together along the HA core to form a 

bottlebrush superstructure. This creates a high charge density, resulting in a high degree of 

hydration and thus forming an osmotically active complex. This retention of water enables near-

frictionless movement in an articulated joint, forming a hydrated gel-like structure. This osmotically 

active gel-like structure provides osmotic resistance to deswelling under compressive forces, and 

the collagen network provides resistance against swelling pressures. Aggrecan therefore allows 

reversible deformation of cartilage due to compressive forces, allowing the articulated joints to 

bear and distribute load, providing cartilage with one of its most important functions (Dudhia, 2005; 

Horkay, et al., 2008). 
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1.1.4 Chondrocytes and Chondrogenesis 

Articular cartilage is an avascular, aneural and alymphatic connective tissue, and as such, was 

previously thought to be sparsely inhabited by just one cell type known as chondrocytes, which are 

responsible for the production, secretion and regulation of the cartilage matrix (Poole, 1997). It is 

now known that chondroprogenitor cells are also resident within cartilage (Dowthwaite, et al., 

2004), discussed later. This matrix also has an important role in regulating chondrocytic functions, 

with the function of the chondrocyte being dependent on its location (Archer & Francis-West, 2003). 

Chondrocytes are derived from precursor cells known as mesenchymal stem cells (MSCs) in a 

process known as chondrogenesis, which, developmentally, occurs during endochondral 

ossification. This is the process of converting the hyaline collagen anlagen into the skeleton. During 

the first step, mesenchyme aggregates and condenses, regulated by bone morphogenetic proteins 

(BMPs). During this process, the MSCs express the master chondrogenesis transcription factor, sex-

determining region Y box 9 (SOX9), a primary determinant of chondrogenesis. As these cells 

differentiate into chondrocytes, various components of the extensive cartilage ECM are laid down, 

such as type II collagen and aggrecan. 

G1 G2 KS 

IGD 
CS1 CS2 

G3 

Figure 1.3 ς Structure of Aggrecan. Aggrecan consists of a large core protein split into three 

main globular domains, G1, G2 and G3. Between G2 and G3 lies a keratan sulphate (KS) domain 

and two chondroitin sulphate domains (CS1 and CS2) which bind their respective 

glycosaminoglycans (GAGs). It is the binding of these GAGs which gives aggrecan its important 

property in cartilage to resist compressive forces. These negatively-charged side chains create a 

high charge density, resulting in the retention of water, creating a gel-like structure, enabling 

the joint to bear and distribute load. Figure reproduced and adapted from (Dudhia, 2005). 
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Most chondrocytes then undergo hypertrophy, withdraw from the cell cycle and subsequently 

commit themselves to apoptosis, allowing the space previously occupied by them to be replaced 

by bone and vascular architecture following the production of vascular endothelial growth factor 

(VEGF) by both hypertrophic chondrocytes and more terminal hypertrophic chondrocytes (Zuscik, 

et al., 2008). However, chondrocytes at the distal ends of long bones proliferate and synthesize 

new cartilage which is substituted by bone by the approaching ossification front. Higher hydrostatic 

pressure at the joint surface slows the growth of cartilage and the ossification front stabilizes, 

defining the thickness of the articular cartilage that now lines the surface of the newly formed bone 

(Carter, et al., 2004). 

Chondrocytes in articular cartilage are maintained in four distinct areas: the superficial zone, the 

intermediate zone, the radial zone and the zone of calcified cartilage. As previously mentioned, the 

function of chondrocytes depends on its location. In the superficial zone, there are 1-2 layers of 

flattened chondrocytes expressing a variety of genes, including proteoglycan 4 (PRG4, also known 

as lubricin), SOX9 and type II collagen (COL2A1). Chondrocytes in the intermediate zone are 

rounded and express many of the same genes as in the superficial zone with the exception of PRG4. 

In the radial zone, chondrocytes express markers of mature differentiation and hypertrophy, such 

as type X collagen (COL10A1) and alkaline phosphatase (ALPL) (Zuscik, et al., 2008) (Figure 1.4).  
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Figure 1.4 ς Cellular zones of articular cartilage. Diagram showing the different zones within 

articular cartilage, highlighting the different gene expression of the chondrocytes shown in each 

zone. Figure modified from Zuscik, et al. (2008) 
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1.2 WNT Signalling 

The WNT family of secreted glycoproteins, named after the discovery of the homologous 

Drosophila wingless (Wg) and murine mouse mammary tumour virus integration site 1 (Int1), and 

its various pathways are well known for their role in developmental biology, with a variety of 

functions, including axis formation (Zeng, et al., 1997; Liu, et al., 1999) and cell fate determination 

(Dorsky, et al., 1998). Dysregulation of WNT signalling can have a number of effects, ranging from 

formation of a secondary axis during development (Zeng, et al., 1997), to tumourigenesis (Caldwell, 

et al., 2004; Gatcliffe, et al., 2008).  

WNT signalling can be split into two broad pathways ς the canonical signalling pathway (also known 

ŀǎ ʲ-catenin-dependent pathway) and the non-ŎŀƴƻƴƛŎŀƭ ǇŀǘƘǿŀȅ όŀƭǎƻ ƪƴƻǿƴ ŀǎ ǘƘŜ ʲ-catenin-

independent pathway). 

1.2.1 Canonical WNT Pathway 

The canonical WNT pathway is transduced by the Frizzled (FZD) family of seven pass 

transmembrane receptors along with low-density lipoprotein receptor (LDRL)-related protein 

(LRP)5/6 (Tamai, et al., 2000)Φ Lƴ ǘƘŜ ŀōǎŜƴŎŜ ƻŦ ŀ ²b¢ ƭƛƎŀƴŘ ōƛƴŘƛƴƎ ǘƻ ƛǘǎ ǊŜŎŜǇǘƻǊǎΣ ʲ-catenin 

present in the cytoplasm is continually phosphorylated by glycogen synthase kinase 3 (GSK3) and 

casein kinase 1 (CK1) as a complex with axin and adenomatosis polyposis coli (APC), commonly 

ŎƻƭƭŜŎǘƛǾŜƭȅ ǊŜŦŜǊǊŜŘ ǘƻ ŀǎ ǘƘŜ ŘŜǎǘǊǳŎǘƛƻƴ ŎƻƳǇƭŜȄΦ !ǎǎƻŎƛŀǘƛƻƴ ǿƛǘƘ ʲ-transducin repeat-containing 

protein (̡ -TrCP), an E3 ubiquitin ligase, marks it for ubiquitination and subsequent proteolysis by 

the proteasome. 

A canonical WNT ligand binding to FZD and LRP5/6 results in phosphorylation of LRP5/6 by CK1 and 

GSK3. GSK3 is recruited by axin (MacDonald, et al., 2009) and phosphorylates LRP5/6 at a PPP(S/T)P 

motif (Zeng, et al., 2005), providing a docking site for axin, forming a positive feedback loop to 

enhance the signal. Axin and dishevelled (DVL) associate and DVL binds to the activated FZD. 

!ŎǘƛǾŀǘƛƻƴ ƻŦ 5±[ ƛƴƘƛōƛǘǎ D{Yо ŀƴŘ ǘƘǳǎ ƛƴƘƛōƛǘǎ ǘƘŜ ǇƘƻǎǇƘƻǊȅƭŀǘƛƻƴ ƻŦ ʲ-catenin that marked it 

ŦƻǊ ŘŜƎǊŀŘŀǘƛƻƴΦ ʲ-catenin is then allowed to stabilise in the cytoplasm where it can translocate to 

the nucleus, associating with T cell-specific/lymphoid enhancer binding factor (TCF/LEF), activating 

gene transcription (Sethi & Videl-Puig, 2010; Clark, et al., 2012; Staines, et al., 2012; Kim, et al., 

2013c) (Figure 1.5) 
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1.2.2 Non-canonical WNT Pathway 

The non-ŎŀƴƻƴƛŎŀƭ ²b¢ ǎƛƎƴŀƭƭƛƴƎ ǇŀǘƘǿŀȅ όʲ-catenin-independent pathway) has not been subject 

to as extensive study as the canonical pathway, and can be further subdivided into more specific 

pathways (Sethi & Videl-Puig, 2010). Broadly, this can be split into two main pathways, the calcium-

dependent pathway (WNT/Ca2+) and the planar cell polarity pathway (PCP). 

In the WNT/Ca2+ pathway, WNT binding to FZD triggers an increase in cytoplasmic Ca2+ levels via 

phospholipase C (PLC), which in turn activates effectors such as Ca2+/calmodulin-dependent kinase 

II (CAMKII), calcineurin and protein kinase C (PKC). Calcineurin activation may then also activate the 

transcription factor nuclear factor of activated T-ŎŜƭƭǎ όbC!¢ύΦ tY/ ŀƴŘ /!aYLL Ŏŀƴ ŀƭǎƻ ƛƴƘƛōƛǘ ʲ-

catenin signalling in the canonical WNT signalling pathway (Niehrs, 2012)(Figure 1.6). 

Figure 1.5 ς Canonical WNT Pathway. Simplified cartoon showing that in the absence of WNT, 

-̡catenin is phosphorylated by GSK3 and marked for degradation. In the presence of WNT, the 

GSK3 complex is dissociŀǘŜŘ ŀƴŘ ƛƴƘƛōƛǘŜŘ ŦǊƻƳ ƳŀǊƪƛƴƎ ʲ-catenin for degradation, which 

subsequently stabilises in the cytoplasm and translocates to the nucleus where it can activate 

transcription of WNT-responsive genes via TCF/LEF. Comprised using information from Nusse 

(2005), Sethi and Videl-Puig (2010), Clark, et al. (2012) and Kim, et al. (2013c). 
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In the PCP pathway, WNT binding to FZD activates small GTPases such as RhoA and RAC1, which in 

turn can activate RHO kinase (ROCK) and c-Jun-N-terminal kinase (JNK), leading to activation of JNK-

dependent transcription factors such as activating transcription factor 2 (ATF2) (Niehrs, 

2012)(Figure 1.6). 

1.2.3 WNT5A/ROR2 Signalling 

The WNT ligand WNT5A was traditionally thought to be a non-canonical WNT, although research 

has shown that WNT5A can activate the canonical WNT pathway via FZD4 (Mikels & Nusse, 2006) 

and therefore its effects may be dependent on the receptors present.  

Primarily, WNT5A is known to activate the non-canonical WNT signalling pathway by binding to and 

activating receptor tyrosine kinase-like orphan receptor 2 (ROR2), a single-pass transmembrane 

receptor, which may work independently or in a complex with FZD to activate JNK-mediated 

signalling (Oishi, et al., 2003; Clark, et al., 2012; Niehrs, 2012) (Figure 1.6).  

  Figure 1.6 ς WNT5A Signalling Pathways. Simplified cartoon of WNT5A signalling in the planar 

cell polarity (PCP) pathway (A) and calcium-dependent pathway (B) ς ǘǿƻ άƴƻƴ-ŎŀƴƻƴƛŎŀƭέ ²b¢ 

signalling pathways. A) In the PCP pathway, WNT5A acts via small GTPases to mediate changes 

in the cytoskeleton and activate JNK-mediated transcription factors. B) In the calcium-

dependent pathway, WNT5A-mediated increases in intracellular Ca2+ concentrations may also 

ǊŜǎǳƭǘ ƛƴ ŎƘŀƴƎŜǎ ƛƴ ǘƘŜ ŎȅǘƻǎƪŜƭŜǘƻƴ ŀǎ ǿŜƭƭ ŀǎ ƛƴƘƛōƛǘƛƻƴ ƻŦ ʲ-catenin signalling via PKC and 

CAMKII. Gene expression may also be modulated by NFAT transcription factor. Comprised using 

information from Niehrs (2012). 
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Knockout mice of WNT5A and ROR2 phenotypically mimic each other, suggesting an intricate 

relationship between ROR2 and WNT5A signalling. Both knockout mice die shortly after birth with 

respiratory dysfunction and also exhibit craniofacial defects such as cleft palate, limb shortening 

and tail shortening (Oishi, et al., 2003; Schwabe, et al., 2004; He, et al., 2008). Both WNT5A and 

ROR2 have been implicated in Robinow syndrome, a disease that primarily results in a form of 

dwarfism, with limb shortening and cranioŦŀŎƛŀƭ ŘŜŦŜŎǘǎ ƎƛǾƛƴƎ ǊƛǎŜ ǘƻ ŀ ƭƻƻƪ ŘŜǎŎǊƛōŜŘ ŀǎ ΨŦƻŜǘŀƭ 

ŦŀŎŜΩ ŘǳŜ ǘƻ ǘƘŜ ǎƛƳƛƭŀǊƛǘƛŜǎ ǿƛǘƘ ǘƘŜ ŘŜǾŜƭƻǇƛƴƎ ŦŀŎŜ ƻŦ ŀ ŦƻŜǘǳǎ (Brunetti-Pierri, et al., 2008; 

Beiraghi, et al., 2011), due to loss-of-function mutations (Schwabe, et al., 2004; Person, et al., 2010; 

Roifman, et al., 2014; Tamhankar, et al., 2014). Due to the similarities and the known involvement 

of ROR2, Ror2-/ - mice have been used to model Robinow Syndrome (Schwabe, et al., 2004). 

Similar to Wnt5a-/ - mice, mice overexpressing Wnt5a specifically in cartilage (by driving expression 

from to the Col2a1 promoter), resulted in severe skeletal defects, including shortening of the 

skeletal elements of the limb, despite an overall increase in cartilage thickness, and severe delay in 

hypertrophic differentiation of chondrocytes (Yang, et al., 2003). Overexpression of Wnt5a resulted 

in an increase in p130 expression with a decrease in cyclin D1 expression, causing an expansion of 

zone I chondrocytes, which go on to form the articular cartilage, at the expense of zone II 

chondrocytes which undergo hypertrophy form the growth plate cartilage. In comparison, 

chondrocytes from Wnt5a-/ - mice enter zone II prematurely but are prevented from terminal 

differentiation (Yang, et al., 2003). 

Similarly, the effect of WNT5A and its inhibition of hypertrophy has also been seen in vitro in 

micromass cultures (three-dimensional culture, discussed in section 1.4.4) of immortalised mouse 

limb bud cells via nuclear factor kappa-light-chain-enhancer of activated B cells (NF-ˁ.ύ-dependent 

inhibition of runt-related transcription factor 2 (Runx2), the major transcription factor driving 

hypertrophic differentiation. However, the effect of WNT5A on chondrocyte differentiation was 

shown to be stage dependent ς whilst WNT5A inhibited hypertrophic differentiation at later stages 

of chondrogenesis, WNT5A enhanced chondrogenesis at earlier stages via NFAT-dependent 

induction of SOX9, the master transcription factor driving early chondrogenesis (Bradley & Drissi, 

2010). This highlights the deep involvement of WNT5A in cartilage biology. 

1.2.4 WNT signalling and chondrocytes 

In addition to WNT5A, a number of other WNT family members are known for their role in the 

regulation of limb and skeletal development. Transfection with WNT1 in the developing chick limb 
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bud resulted in a truncated radius and ulna. Abnormalities were also revealed by Alcian blue 

staining (which stains the sulphated GAGs attached to proteoglycans) of the cartilaginous elements 

in the beak when WNT1 was ectopically expressed in the craniofacial mesenchyme. Infection of 

micromass cultures with WNT1 virus, which ordinarily undergo chondrogenesis by the act of the 

high density culture alone, failed to undergo chondrogenesis. The same result was also observed 

with WNT7A (Rudnicki & Brown, 1997). These results suggest that WNT1 and WNT7A both have 

inhibitory effects on chondrogenesis. 

Misexpression of WNT3A in the developing chick limb bud resulted in ectopic expression of apical 

ectodermal ridge (AER)-specific genes, a region that induces limb development, such as BMP-2, 

known to induce chondrogenesis (Kengaku, et al., 1998). In a different micromass experiment in a 

murine multipotent cell line (C3H10T1/2), results showed that treatment with BMP-2 to induce 

chondrogenesis increased levels of Wnt3a mRNA during early stages of chondrogenesis and 

decreased levels of Wnt7a mRNA during late stages of chondrogenesis (Fischer, et al., 2002a), in 

ŀƎǊŜŜƳŜƴǘ ǿƛǘƘ wǳŘƴƛŎƪƛ ϧ .ǊƻǿƴΩǎ ǊŜǇƻǊǘ όнллтύ ǊŜƎŀǊŘƛƴƎ ǘƘŜ ƛƴƘƛōƛǘƻǊȅ ŜŦŦŜŎǘ ƻŦ ²b¢т!Φ ¢ƘŜ 

same group later found that overexpression of Wnt3a was insufficient to induce chondrogenesis in 

the same cell line, requiring addition of BMP-2, although overexpression of Wnt3a made the cells 

more responsive to chondrogenesis induced by BMP-2 (Fischer, et al., 2002b). Conversely, WNT3A 

has also been shown to inhibit chondrogenesis in micromass cultures of chick limb buds (Hwang, et 

al., 2005), which can be restored by WNT inhibitory factor 1 (WIF1) (Surmann-Schmitt, et al., 2009) 

and has been shown to induce de-differentiation of articular chondrocytes from New Zealand white 

rabbits (Hwang, et al., 2005). 

1.2.5 WNT Signalling in Osteoarthritis 

In addition to their involvement in the cartilage development, various members of the WNT family 

have also been implicated in cartilage pathologies, such as osteoarthritis (OA), characterised by the 

degradation of articular cartilage (discussed in more detail in section 1.3), and matrix turnover. 

WNT3A transfection in articular chondrocytes from rabbit knee and elbow decreased the levels of 

proteoglycans in the ECM. These cells also exhibited increased levels of matrix metalloproteinase 

(MMP)3, MMP13, A Disintegrin And Metalloproteinase with Thrombospondin Motif (ADAMTS)4 

and ADAMTS5, known matrix-degrading enzymes. Additionally, in a Hartley guinea pig model of 

age-ŘŜǇŜƴŘŜƴǘ h!Σ ƴǳŎƭŜŀǊ ʲ-catenin staining was more prominent with worsening OA with severe 

cartilage degeneration and thinning, indicating canonical WNT signalling in the involvement of 

cartilage degeneration (Yuasa, et al., 2008). 
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Mutations in Frizzled-related protein (FRZBΣ ŀƭǎƻ ƪƴƻǿƴ ŀǎ άǎŜŎǊŜǘŜŘ CǊƛȊȊƭŜŘ-ǊŜƭŀǘŜŘ ǇǊƻǘŜƛƴ оέ 

[sFRP3]) have been associated with hip OA susceptibility in women (Loughlin, et al., 2004; Lane, et 

al., 2006). FRZB is a glycoprotein antagonist of WNT signalling that resembles the FZD 

transmembrane receptors but lacks the transmembrane domain, therefore competitively inhibiting 

WNT signalling (Jones & Jomary, 2002). Transfection studies in a human embryonic kidney cell line 

(HEK293) revealed that a single nucleotide polymorphism resulting in a R325G mutation in FRZB, 

associated with hip-OA in female patients, had a diminished ability to antagonise WNT signalling, 

ŀǎ ƴƻǘŜŘ ōȅ ƴǳŎƭŜŀǊ ƭŜǾŜƭǎ ƻŦ ʲ-catenin, suggesting an importance of inhibiting WNT signalling to 

maintain the integrity of the cartilage (Loughlin, et al., 2004). 

Mouse models have also demonstrated the significance of WNT signalling in OA development via 

FRZB. Frzb-/ - mice, which were macroscopically and histomorphologically indistinguishable from 

wild-type littermates, were more susceptible to cartilage damage via various induced OA models 

with an increase in active WNT signalling. In arthritic Frzb-/ - mice, Mmp3 mRNA expression was up-

regulated, with no increase in Mmp9, Mmp13, Adamts4 or Adamts5 detected. Recombinant FRZB 

dose-dependently inhibited recombinant MMP3 activity in a colorimetric in vitro activity assay, 

indicating that inhibition of WNT signalling may impede cartilage damage by inhibiting matrix-

degrading enzyme (Lories, et al., 2007). 

In addition to FRZB, Dickkopf-1 (DKK1), another WNT inhibitor, has also been implicated in 

osteoarthritis, with increased levels of DKK1 protein and mRNA found in human knee OA cartilage 

(Weng, et al., 2009; Oh, et al., 2012) and in experimental mouse OA cartilage (Oh, et al., 2012). 

Treatment of primary human chondrocytes with DKK1 increased the number of observed apoptotic 

cells in a time-dependent manner. Antibody-mediated neutralisation of DKK1 also abrogated 

interleukin (IL)-м-̡mediated induction of apoptosis (Weng, et al., 2009). Conversely, cartilage-

specific overexpression of Dkk1 in mice significantly inhibited cartilage damage by destabilisation 

of the medial meniscus (DMM, a commonly used experimental OA model), and pre-exposure of 

primary mouse chondrocyte cultures with DKK1 inhibited WNT3A-mediated up-regulation of 

Mmp13 and Adamts4, two key enzymes in cartilage destruction (discussed in more detail in section 

1.3.2) (Oh, et al., 2012). Additionally, lower levels of circulating DKK1 have been found in the plasma 

from OA patients, negatively correlating with worsening OA (Honsawek, et al., 2010). 

1.2.6 CCN family and osteoarthritis 

The CCN proteins are a family of six cysteine-rich matricellular proteins of the ECM, named after 

the first three founding members: Cysteine-rich Protein 61 (CYR61), Connective Tissue Growth 

Factor (CTGF) and Nephroblastoma Overexpressed (NOV). Three further members were also 
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subsequently discovered ς WNT-1-inducible Secreted Protein 1 (WISP1), WISP2 and WISP3 ς and 

have since also been referred to as CCN1-6 respectively. These CCN proteins all contain a similar 

modular structure (Figure 1.7), containing four domains: insulin-like growth factor binding protein 

domain (IGFBP), von Williebrand factor type C (VWC) domain, thrombospondin type 1 repeat 

domain (TSP-1) and a c-terminal domain containing a cysteine knot (CT). However, NOV/CCN3 is 

unique in that it lacks the CT domain (Zuo, et al., 2010). 

These CCN proteins have been implicated in a number of biological processes, including cell 

adhesion, migration, differentiation, survival and mitogenesis (Dhar & Ray, 2010). They have also 

been implicated in a number of chondrocytic processes. 

 

 

 

 

 

 

 

 

1.2.6.1 CYR61/CCN1 

CYR61/CCN1, the first founding member of the CCN family, has been shown to be involved in 

mammalian chondrogenesis. Immunohistochemistry of mouse embryos revealed staining for 

CYR61/CCN1 in the maturing cartilage and perichondrium of the forelimb digits; in the skeletal 

anlagen of the forelimb; and in the less mature, condensing mesenchyme of posterior somites, 

indicating a role in chondrogenesis. Antibody neutralisation of CYR61/CCN1 in single-cell suspended 

ƛǎƻƭŀǘŜŘ ƭƛƳō ōǳŘ ƳŜǎŜƴŎƘȅƳŀƭ ŎŜƭƭǎ ǎƛƎƴƛŦƛŎŀƴǘƭȅ ƛƴƘƛōƛǘŜŘ ǘƘŜ ŎŜƭƭǎΩ ŀōƛƭƛǘȅ ǘƻ ŀƎƎǊŜƎŀǘŜΣ ŀƴ 

important step in chondrocyte differentiation. Treatment of a micromass culture with CYR61/CCN1 

also significantly increased levels of Col2a1 (Wong, et al., 1997). These results indicate that 

CYR61/CCN1 induce differentiation of MSCs into chondrocytes during chondrogenesis in the mouse. 

On the contrary in human bone marrow-derived mesenchymal stem cells (hBMSCs), mRNA levels 

Figure 1.7 ς The modular structure of the CCN Growth Factor family. Each member of the CCN 

family contain a similar modular structure consisting of a signal peptide (SP) necessary for 

secretion from the cell, an insulin-like growth factor binding protein domain (IGFBP), a von 

Williebrand factor type C domain (VWC), a thrombospondin type 1 repeat domain (TSP1) 

separated from the VWC domain via a linker bridge, and a c-terminal domain containing a 

cysteine knot (CT), which is absent in CCN5. Figure comprised using information from Brigstock, 

et al. (2003) and Chen and Lau (2009) 
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of CYR61 decreased from high expression prior to differentiation to undetectable levels one week 

after initiation of differentiation (Schütze, et al., 2005). 

CYR61/CCN1 has also been implicated in fracture healing of rat femur, an environment that 

reportedly recapitulates embryonic development, displaying significantly elevated mRNA 

expression and protein levels in proliferating chondrocytes, but not hypertrophic chondrocytes 

(Hadjiargyrou, et al., 2000). Furthermore, CYR61/CCN1 has been shown to be up-regulated in 

response to WNT3A in a mouse pluripotent progenitor cell line (C3H10T1/2). siRNA knockdown of 

Cyr61 also inhibited osteogenic differentiation in WNT3A-overexpressing cells, demonstrating the 

importance of Cyr61 in WNT3A-induced osteogenic differentiation of MSCs (Si, et al., 2006). 

1.2.6.2 CTGF/CCN2 

CTGF/CCN2, the second founding member of the CCN family, has been well documented to be 

involved in chondrocyte hypertrophy, with immunohistochemical analysis showing localisation of 

CTGF/CCN2 expression in the most hypertrophic cells (Huang, et al., 2010). Immortalised 

chondrocytes isolated from a chondrosarcoma from a 72 year Japanese male (Takigawa, et al., 

1989), HCS-2/8 cells, transfected with CTGF resulted in earlier and increased expression of aggrecan 

core protein, a marker of chondrocyte maturation, and earlier and increased expression of type X 

collagen, a marker of chondrocyte hypertrophy (Nakanishi, et al., 2000). These results have also 

been mimicked in rabbit auricular chondrocytes (Fujisawa, et al., 2008), demonstrating the 

importance of CTGF/CCN2 in chondrocyte differentiation and hypertrophy. 

It has been shown that SOX9 represses Ctgf expression in chondroprogenitor cells by binding to a 

TCF/LEF·SOX9 consensus site in the Ctgf promoter. In hypertrophic cells where SOX9 levels are 

ŘŜŎǊŜŀǎŜŘΣ ǘƘŜ ¢/Cκ[9C ŎƻƴǎŜƴǎǳǎ ǎƛǘŜ ƛǎ ƻŎŎǳǇƛŜŘ ōȅ ʲ-catenin, leading to increased levels of Ctgf. 

WNT3A stimulation of chondroprogenitor cells also lead to an increase in Ctgf expression, further 

implicating the involvement of WNT signalling in the various stages of chondrogenesis (Huang, et 

al., 2010). 

The importance of CTGF/CCN2 was established in 2003 upon the discovery that Ctgf-/ - mice die 

within minutes after birth due to respiratory failure caused by skeletal defects (Ivkovic, et al., 2003). 

These mice exhibited shortened sterna which were bent inwards and had kinked ribs. Mineralised 

cartilage zones were expanded whilst ossification was reduced, suggesting a defective replacement 

of cartilage with bone. The hypertrophic zone in the cartilage of long bones was also disorganised. 

Although growth plate cartilage had normal expression and distribution of type II collagen and type 
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X collagen, expression of aggrecan and link protein were decreased (Ivkovic, et al., 2003). Together, 

this highlights the importance of CTGF/CCN2 in cartilage. 

1.2.6.3 NOV/CCN3 

NOV/CCN3, the third founding member of the CCN family, has also been implicated in chondrocyte 

hypertrophy. Immunohistochemistry and semi-quantitative RT-PCR revealed NOV/CCN3 

expression in the pre-hypertrophic and hypertrophic zones of the embryonic murine growth plate. 

Treatment with parathyroid hormone-related protein (PTHrP), known to delay terminal 

differentiation, resulted in a decrease of type X collagen in murine explant cultures and decrease 

of NOV/CCN3 mRNA and protein, indicating NO±κ//bоΩǎ ƛƴǾƻƭǾŜƳŜƴǘ ƛƴ ŎƘƻƴŘǊƻŎȅǘŜ ƘȅǇŜǊǘǊƻǇƘȅ 

(Yu, et al., 2003). This has also been shown by siRNA knockdown (Lafont, et al., 2005a). Furthermore, 

the same group also demonstrated that NOV/CCN3 up-regulates transforming growth factor (TGF)-

ʲнΣ ƛƳǇƭƛŎŀǘƛƴƎ bh±κ//bо ƛƴ ǘǿƻ ǎǘŀƎŜǎ ƻŦ ŎƘƻƴŘǊƻƎŜƴŜǎƛǎΥ ŎƻƴŘŜƴǎŀǘƛƻƴ ό¢DCʲн ƛƴŎǊŜŀǎŜύ ŀƴŘ 

hypertrophy (type X collagen increase). Additionally, deletion of Ctgf in mouse chondrocytes has 

been shown to increase levels of Nov, and stimulation of wild-type chondrocytes with recombinant 

NOV/CCN3 decreased expression of Ctgf, suggesting regulation of the CCN family by itself (Kawaki, 

et al., 2008). 

1.2.6.4 WISP1/CCN4 

WISP1/CCN4 is the first member of the WNT1-inducible secreted proteins and the fourth member 

of the CCN family, and has been implicated in OA directly. WISP1/CCN4 protein has been shown to 

be increased in murine OA knee joints up to day 21 after OA induction by collagenase, after which 

WISP1/CCN4 levels decreased with decreasing chondrocytes in the cartilage. Additionally, 

immunohistochemistry revealed strong WISP1/CCN4 staining at the cell surface and ECM in human 

knee and hip OA cartilage, especially in the midzone and chondrocyte clusters (Blom, et al., 2009). 

WISP1/CCN4 expression has also been shown in hypertrophic zone of the developing tibia in murine 

embryos in a non-OA model (Yanagita, et al., 2007). 

Dose-dependent induction of Adamts4, Mmp3, Mmp9 and Mmp13 was observed by WISP1/CCN4 

treatment in the murine RAW 264.7 macrophage cell line, and MMP3 and MMP9 in both primary 

human synovial cells and primary human chondrocytes (Blom, et al., 2009), all known matrix-

degrading enzymes, further implicating the involvement of WISP1/CCN4 in the progression of OA. 

Furthermore, overexpression of WISP1/CCN4 in HCS-2/8 cells did not regulate expression of Col2a1 

and aggrecan (Acan), but did significantly increase expression of ALPL, and may therefore be 

important in chondrocyte differentiation in endochondral ossification (Yanagita, et al., 2007). 
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1.2.6.5 WISP2/CCN5 

WISP2/CCN5 is unique amongst the CCN family as it lacks the CT domain that is present in the 

remaining five members (Wei, et al., 2009). In situ hybridisation revealed localised strong 

expression of Wisp2 mRNA in osteoblasts of calcified cartilage in human foetal femur with weaker 

expression in chondrocytes and osteoclasts (Kumar, et al., 1999). RT-PCR has also shown WISP2 to 

be expressed in BMSCs from human femoral heads and is expressed prior to initiation, and in the 

initial stages, of adipogenesis. However no differences were found during chondrogenic 

differentiation of MSCs (Schütze, et al., 2005). WISP2 has also been detected by RT-PCR 

preferentially in the synovium of rheumatoid arthritis (RA) patients compared to that of OA patients, 

and shown via immunohistochemistry to be restricted to fibroblast cells in extensive fibrotic tissue 

in RA patients (Tanaka, et al., 2005). These findings suggest that WISP2/CCN5 may therefore be 

preferentially implicated in RA and pathologies involving the bone rather than OA. 

1.2.6.6 WISP3/CCN6 

WISP3/CCN6 is the final member of the WISP and CCN families and has been implicated in a number 

of diseases, such as breast cancer (Marrakchi, et al., 2010) and is mutated in progressive 

pseudorheumatoid dysplasia (PPRD) (Hurvitz, et al., 1999; Zhou, et al., 2007; Ye, et al., 2010). PPRD 

is a disease affecting articular cartilage of multiple joints, most commonly the interphalangeal joints 

of the hands and then hips and elbows, leading to restricted mobility, osseous swelling and 

progressive reduction of cartilage starting from the age of about 3-4, resulting in severe joint 

degeneration as the patient ages (Wynne-Davies, et al., 1982; Mampaey, et al., 2000). 

Wisp3 mRNA has been observed via RT-PCR in human synoviocytes, articular cartilage chondrocytes 

and BMSCs induced to undergo chondrogenesis in vitro (Hurvitz, et al., 1999). It has been suggested 

that WISP3/CCN6 has a role in post-natal skeletal and cartilage homeostasis, due to the lack of 

extraskeletal abnormalities and prominence of degenerated cartilage in patients with PPRD (Hurvitz, 

et al., 1999; Sen, et al., 2004). This role in cartilage homeostasis is further backed by the localisation 

of WISP3/CCN6 in clusters of proliferating chondrocytes in human OA cartilage, in midzone 

chondrocytes in normal cartilage and in areas of chondrocyte proliferation in foetal cartilage growth 

plates with reduced expression in the hypertrophic zone (Sen, et al., 2004). Furthermore, studies 

have shown down-regulation of MMP1, MMP3 and MMP13 in PPRD articular chondrocytes (Zhou, 

et al., 2007) and up-regulation of COL2A1, ACAN (aggrecan) and SOX9 in WISP3-transfected 

immortalised chondrocyte cell line (C-28/I2) (Sen, et al., 2004) implicating a chondroprotective role 

of WISP3/CCN6. 
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It has been proposed that WISP3/CCN6 inhibits the action of insulin-like growth factor (IGF)-1, 

which has been shown to enhance chondrocyte hypertrophy, by its IGFBP domain, and thus 

stabilises the chondrocyte phenotype. Loss of WISP3/CCN6 function, via mutations, may therefore 

promote chondrocyte hypertrophy by increasing sensitivity to IGF1 (Yang & Liao, 2007). 

Consequently, mutations have been found in WISP3/CCN6 in PPRD families (Hurvitz, et al., 1999; 

Zhou, et al., 2007). To further back this, a C78R mutation of a conserved cysteine residue in the 

IGFBP motif of WISP3 failed to up-regulate COL2A1 and ACAN (aggrecan) mRNA or type II collagen 

protein when transfected in an immortalised human chondrocyte cell line (C28/I2) cells unlike 

transfection with wild-type WISP3 (Sen, et al., 2004). 

tǊŜǾƛƻǳǎ ǿƻǊƪ ƛƴ ǘƘŜ DŀǾǊƛƭƻǾƛŏ ƎǊƻǳǇ Ƙŀǎ ŘŜƳƻƴǎǘǊŀǘŜŘ ǘƘŜ ŀōƛƭƛǘȅ ƻŦ ²L{t-3/CCN6 to also regulate 

metalloproteinase expression (Baker, et al., 2012). In WISP3/CCN6 overexpressing C28/I2 cells, 

MMP10 was upregulated 14-fold at the message level, whilst ADAMTS5 was down-regulated five-

fold. Pharmacological inhibition of MEK1/2, p38 MAPK and IKK each partially suppressed MMP10 

up-regulation, whereas only IKK inhibition further reduced ADAMTS5 ŜȄǇǊŜǎǎƛƻƴΦ {ǘƛƳǳƭŀǘƛƻƴ ƻŦ ʲ- 

catenin also partially reversed the suppression of ADAMTS5 and further enhanced MMP10 

expression in these WISP3/CCN6 overexpressing cells, implicating a number of potential signalling 

pathways involved in WISP3/CCN6-mediated metalloproteinase regulation (Baker, et al., 2012). 

Baker, et al. showed that WISP3 was up-regulated at the mRNA level of cartilage. By 

immunohistochemistry, it was demonstrated that WISP3/CCN6 was detected in osteoarthritic 

cartilage samples, mainly localised to the pericellular regions, in sites of cartilage damage. Similarly, 

WISP3/CCN6 was also detected in patients with no clinical history of osteoarthritis, but exhibited 

cartilage damage, localised to these damaged regions. 

In addition to its role in cartilage homeostasis, WISP3/CCN6 has also been implicated in the 

regulation of BMSCs. RT-PCR revealed high expression of WISP3 in undifferentiated primary human 

chondrocytes from the femoral head of patients undergoing total hip replacement arthroplasty. 

During high-density pellet chondrogenic differentiation, mRNA levels decreased 5.5-fold (Schütze, 

et al., 2005). The same group then later showed that WISP3/CCN6 and CYR61/CCN1 can stimulate 

migration of hBMSCs dose-dependently across gelatin-coated chemotaxis filters and that 

WISP3/CCN6-ƳŜŘƛŀǘŜŘ ƳƛƎǊŀǘƛƻƴΣ ŀƴŘ ƴƻǘ /¸wсмκ//bмΣ ǿŀǎ ƳŜŘƛŀǘŜŘ ōȅ ƛƴǘŜƎǊƛƴ ʰǾʲрΣ ǎƘƻǿƴ ōȅ 

antibody-blocking (Schütze, et al., 2007). Furthermore, WISP3/CCN6 has also been shown to 

increase migration across a matrigel-coated porous transwell in the chondrosarcoma cell line JJ012, 

through up-regulation of intercellular adhesion molecule (ICAM)-1 (Fong, et al., 2011). 
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Taking these findings together, it is possible to envisage that WISP3/CCN6 has a 

protective/reparative role in cartilage, up-regulating expression of cartilaginous genes and 

remodelling the matrix which could theoretically allow for the chemoattractive invasion of 

progenitor cells to help repair cartilage damage by undergoing chondrogenesis. 
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1.3 Osteoarthritis 

Osteoarthritis is the most common form of arthritis (CDC, 2010), affecting up to 8 million people in 

the UK alone (Arthritis Research UK, 2011). It is a painful disease characterised by the degradation 

of articular cartilage, with changes in the underlying subchondral bone, along with limited intra-

articular inflammation (Poole, 1999), outlined in Figure 1.8. Rheumatoid arthritis (RA), on the other 

hand, involves persistent synovitis, systemic inflammation and generation of auto-antibodies (Scott, 

et al., 2010). Current treatment for OA primarily focuses on temporary pain relief and anti-

inflammatories, with no effective drugs on the market to combat the underlying causes (Poole, et 

al., 2002; Seed, et al., 2009; Arthritis Research UK, 2011). Joint replacement surgery is the only 

effective option, although these need to be replaced after a certain number of years. Research into 

OA, its biological causes and the molecular pathways involved is therefore of big interest in order 

to develop potential effective future therapies. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1.8 ς Simplified comparison between a healthy joint and an osteoarthritic joint. In 

osteoarthritis, cartilage is degraded. This increases the friction when moving the joint, leading 

to pain and stiffness. Wearing away of this cartilage may therefore lead to the two bones of the 

joint rubbing against each other, causing further pain and stiffness. Other symptoms of OA 

include joint swelling and changes in the subchondral bone, such as bone thickening and 

outgrowths (osteophytes). 
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1.3.1 Cartilage changes in OA 

OA is commonly described as the result of one of two routes: abnormal loading on normal cartilage, 

or normal loading on abnormal cartilage, with the former normally resulting from some sort of 

mechanical stress possibly due to injury and the latter normally being an idiopathic form of OA that 

develops over long periods of time (Sandell & Aigner, 2001; Poole, et al., 2002; Horton Jr, et al., 

2006). 

At the macroscopic level, the first indicators of OA are fibrillation at the surface of articular cartilage 

as the collagen fibrils are damaged, softening of the cartilage (chondromalacia) and ulceration of 

the cartilage (Poole, et al., 2002; Horton Jr, et al., 2006). 

1.3.1.1 Catabolic changes in OA 

Osteoarthritis results in a number of catabolic changes leading to the destruction of cartilage. In 

addition to the enzymatic destruction of cartilage matrix components, discussed in section 1.3.2, 

osteoarthritis also results in the activation of other functional catabolic pathways, including 

chondrocyte apoptosis and changes in the retention of water due to the loss of aggregating 

aggrecan attached to hyaluronan. Despite an overall increase in water content in OA joints resulting 

in swelling, hydrostatic pressure of the joint is decreased as the water is not fixed to the GAG side 

chains of the aggrecan (Horton Jr, et al., 2006), thereby diminished the resistance to compressive 

forces that aggrecan normally protects against. 

Studies have investigated apoptosis of chondrocytes both in vivo and in vitro. In vitro studies have 

shown that primary human articular chondrocytes from non-OA donors, treated with IL-мʲΣ ŀƴ 

inflammatory cytokine up-regulated in OA tissue, in the presence of oxygen radical scavengers, can 

induce cell death by the interaction of oxygen radicals with nitric oxide (Blanco, et al., 1995). An 

association has also been reported between low production of endogenous IL-мʲ ǿƛǘƘ ƘƛƎƘŜǊ 

frequencies of absence of hip-OA in volunteers aged over 85 (Goekoop, et al., 2010). Furthermore, 

it has been shown by immunohistochemistry of mice and rat knee cartilage that chondrocyte 

apoptosis increases with age (Adams & Horton Jr, 1998). However, the impact of chondrocyte 

apoptosis in the development of OA has been under scrutiny (Sandell & Aigner, 2001). 

1.3.1.2 Anabolic changes in OA 

In addition to the catabolic changes found during the progression of OA, it is known that OA 

cartilage also induces anabolic activity, eliciting a repair response to repair the damaged cartilage. 

Therefore degeneration of cartilage is as a result of increased net catabolic activity and not due to 

the lack of synthesis, since chondrocytes in OA cartilage are anabolically hyperactive. 
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To observe the synthesis of new type II collagen, studies have observed the release of CPII, the C-

propeptide of type II procollagen, from both human articular cartilage explants (Nelson, et al., 1998; 

Hermansson, et al., 2004) and porcine articular cartilage explants (Hermansson, et al., 2004). 

Additionally, it has been reported that OA cartilage samples revealed increased expression of two 

prolyl-4-hydroxylase subunits (P4HA2 and P4HB), a key enzyme in type II collagen synthesis, along 

with increases in COL2A1 itself (Grimmer, et al., 2006). 

Aggrecan synthesis has also been shown to be increased in OA cartilage compared to non-OA 

cartilage. This has been achieved in one study by observing the presence of epitope 846, an epitope 

present on large aggrecan that has been newly synthesised, analogous to the use of observing CPII 

for type II collagen synthesis. The study showed an increase in the presence of epitope 846 in OA 

human knee cartilage compared to non-OA knee cartilage. This increase in presence was also more 

profound in late-stage OA compared to early-stage OA (Lohmander, et al., 1999). 

However, studies on the increase of cartilage matrix components have tended to examine the 

cartilage as a whole, disregarding the different zones present in cartilage. Immunostaining against 

CPII showed that type II collagen synthesis was restricted to the mid and deep zones of the cartilage 

and was absent from natural and new articular surface (Nelson, et al., 1998). This has also been 

shown in a separate experiment for proteoglycans, with hyper-anabolic activity of chondrocytes 

being restricted to the middle and deeper zones of OA cartilage. Chondrocytes in the upper zone, 

which does not relate to the superficial zone due to erosion, showed no expression of type II 

collagen or aggrecan (Aigner & Dudhia, 1997). 

1.3.2 Enzymes in cartilage degradation 

The catabolic activities involved during osteoarthritis are primarily mediated by a family of enzymes 

known as the metalloproteinases, which encompasses the matrix metalloproteinases (MMPs), a 

disintegrin and metalloproteinases (ADAMs) and ADAM with thrombospondin motifs (ADAMTSs), 

all part of the metzincin superfamily of zinc-based enzymes. 

1.3.2.1 MMPs 

The MMP family, which together can degrade all components of the ECM, can be further subdivided 

into different groups, based upon their substrate specificity, primary structure or cellular location. 

Of note in cartilage remodelling and degradation are the collagenases (MMP1, MMP8 and MMP13) 

that are able to cleave triple-helical, fibrillar collagens into the characteristic three-quarter and one-

quarter fragments; and the gelatinases (MMP2 and MMP9) (Murphy, et al., 2002),  which are then 

able to degrade the collagen fragments further (Burrage, et al., 2006). While all three collagenases 
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have been shown to degrade type II collagen in vitro, MMP13 has the most catalytic activity, with 

MMP8 having the least (Billinghurst, et al., 1997). 

1.3.2.2 ADAMTSs 

Although various MMPs can also degrade aggrecan in vitro (Fosang, et al., 1993; Murphy, et al., 

2002), it is now known that the principle enzymes involved in aggrecan degradation are the 

aggrecanases, ADAMTS4 and ADAMTS5 (Huang & Wu, 2008). Other members of the ADAMTS family 

have also been shown to have aggrecanase activity (ADAMTS1, -8, -9, -15, -16 and -18), with 

ADAMTS5 being the most active, with aggrecanase activity 1000-fold greater than ADAMTS4 

(Gendron, et al., 2007). Despite both MMPs and ADAMTSs degrading aggrecan, it has been shown 

that they exert their activity at different preferential sites, with MMPs primarily cleaving aggrecan 

at Asn341ςPhe342, while the ADAMTSs preferentially cleave at Glu373ςAla374 (Porter, et al., 2005). 

These cleavage sites occur within the IGD of aggrecan, thereby releasing the GAG-rich portion of 

aggrecan, which provides aggrecan with its vital function of retaining water, which is then free to 

leave the ECM, devoiding the cartilage of its resistance to compressive forces (Huang & Wu, 2008). 

1.3.2.3 Enzyme dysregulation 

While metalloproteinases are required by the body for remodelling of the ECM, dysregulation of 

their activities can lead to a net increase of cartilage degradation, potentially aiding the onset of 

idiopathic OA. This dysregulation has been shown in early work on tissue inhibitors of 

metalloproteinases (TIMPs), which as the name suggests, inhibit MMPs. It was shown that in non-

arthritic human cartilage, there is a small excess of TIMP over MMPs present. In OA cartilage, levels 

of both TIMP and MMPs were increased, however, the increase of MMPs were proportionally 

higher than that of TIMP, suggesting a net increase of MMP activity and decrease in TIMP activity, 

implicating the role of dysregulation of MMPs in OA (Dean, et al., 1989). 

MMP13, which has the highest catalytic activity against type II collagen, has been shown to be 

dysregulated in OA, such that inhibition of MMP13 abrogates the release of a collagenase-derived 

neo-epitope in human OA articular cartilage explants (Billinghurst, et al., 1997); knockout of Mmp13 

in mice provides resistance to structural cartilage damage in an induced-OA model compared to 

wild-type mice (Little, et al., 2009); and RT-PCR has shown MMP13 to be significantly up-regulated 

in late-stage OA (Bau, et al., 2002; Davidson, et al., 2006). This expression of MMP13 has been 

shown to be mediated by the inflammatory cytokines IL-мʲ ŀƴŘ ǘǳƳƻǳǊ ƴŜŎǊƻǎƛǎ ŦŀŎǘƻǊ ό¢bCύ-ʰΣ 

regulated via activation of various mitogen-activated protein (MAP) kinases (Bau, et al., 2002; 

Liacini, et al., 2003; Burrage, et al., 2006). 
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In addition to MMPs, the dysregulation of the ADAMTSs have also been implicated in OA. While 

many ADAMTSs are able to cleave aggrecan, specifically ADAMTS4 and ADAMTS5, with their higher 

aggrecanase activity, are the likeliest candidates for involvement in OA pathology (Huang & Wu, 

2008). The involvement of ADAMTSs and not MMPs in aggrecan degradation in OA cartilage has 

been shown by dose-dependent inhibition of GAG release into culture media, which correlated with 

the 374ARGS neo-epitope produced by ADAMTS cleavage of aggrecan and not MMP cleavage 

(Malfait, et al., 2002). Both ADAMTS4 and ADAMTS5 were detected at the mRNA and protein levels 

in OA cartilage, however, only ADAMTS5 was detected in healthy cartilage (Malfait, et al., 2002). 

However, by qRT-PCR, another report has detected both ADAMTS4 and ADAMTS5 expression in 

healthy human cartilage, with up-regulation of both in OA cartilage, with ADAMTS4 levels elevated 

to a higher fold compared to ADAMTS5 (Song, et al., 2007b). 

The contribution of both ADAMTS4 and ADAMTS5 have been affirmed by further inhibition studies 

using siRNA knockdown of both genes, which significantly reduced the amount of GAGs released 

into the culture medium from OA cartilage explants and normal cartilage with cytokine-induced 

catabolic activity, representing a reduction in the cleavage of aggrecan (Song, et al., 2007b). These 

results suggest that both ADAMTS4 and ADAMTS5 are involved in the pathology of OA. 

1.3.2.4 ADAMTS knockout studies 

However, perhaps the biggest discovery regarding ADAMTS4 and ADAMTS5 came in 2005 when 

two groups,  Glasson et al., and  Stanton et al., published their findings concurrently in Nature. Both 

teams used cre-loxP transgenics to excise the catalytic domains in the ADAMTS genes (exon 4 in 

Adamts4 and exon 3 in Adamts5) to create functional knockout mice. Antibodies raised against the 

aggrecan neo-epitope TEGE373, a new epitope present in tissue extracts as a result of ADAMTS-

cleavage of aggrecan, were used in both studies and demonstrated a substantial reduction of the 

neo-epitope in Adamts4 knockout cartilage compared to wild-type and Adamts5 knockout cartilage, 

with Glasson, et al., reporting negligible staining of the proximal tibial growth plate in Adamts4 

knockout mice, implicating ADAMTS4 as the enzyme responsible for normal aggrecanase-mediated 

aggrecan turnover of the murine growth plate. In a surgically-induced model of cartilage 

degradation, Glasson, et al., reported markedly reduced staining for the TEGE373 neo-epitope in the 

Adamts5 knockout cartilage, implicating ADAMTS5 in the early phase of degradation. Adamts4 

knockout mice showed no protection of cartilage. 

Inflammatory modulators (IL-мʰ ƛƴ {ǘŀƴǘƻƴΣ et al., and IL-мʰ ƛƴ ŎƻƳōƛƴŀǘƛƻƴ ǿƛǘƘ ǊŜǘƛƴƻƛŎ ŀŎƛŘ ƛƴ 

Glasson, et alΦύ ǘƻ ƛƴŘǳŎŜ ΨŘŜƎǊŀŘŀǘƛǾŜ ŜƴȊȅƳŜ ŀŎǘƛǾƛǘȅΩ ǊŜǎǳƭǘŜŘ ƛƴ ƴƻ ǇǊƻǘŜƻƎƭȅŎŀƴ ǊŜƭŜŀǎŜ ƛƴ 

Adamts5 knockout cartilage compared to a significant increase in wild-type (Glasson, et al., 2005) 
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and Adamts4 knockout cartilage (Glasson, et al., 2005; Stanton, et al., 2005), suggesting ADAMTS5 

is responsible for the proteoglycan release. IL-мʰ ǿŀǎ ŀƭǎƻ ǎŜŜƴ ǘƻ ƛƴŎǊŜŀǎŜ Adamts5 mRNA 

expression 18-fold compared to Adamts4 by 3-fold (Stanton, et al., 2005). Stanton, et al., also 

investigated the ALGSV neo-epitope, the other neo-epitope formed from the Glu373/Ala374 cleavage, 

which is released into the medium, as well as investigating the AGEG C-terminal neo-epitope 

formed from ADAMTS cleavage of Glu1572/Ala1573. The report found all three neo-epitopes (TEGE, 

ALGSV and AGEG) were absent from the cartilage or media of Adamts5 knockout samples in 

response to IL-мʰ ǎǘƛƳǳƭŀǘƛƻƴΣ ǎƛƳƛƭŀǊ ǘƻ ǳƴǎǘƛƳǳƭŀǘŜŘ ŎƻƴǘǊƻƭǎΣ ŎƻƳǇŀǊŜŘ ǘƻ ǎǘƛƳǳƭŀǘƛƻƴ ƻŦ 

Adamts4 knockout and wild-type samples. Toluidine blue staining of the tibiofemoral joint after 

injection with methylated bovine serum albumin (BSA), to induce monoarticular arthritis, revealed 

significantly less aggrecan loss in Adamts5 knockout mice compared to controls. Furthermore, only 

7% of Adamts5 knockout joints showed cartilage erosion compared to 36% of joints from control 

mice (Stanton, et al., 2005), suggesting that loss of ADAMTS5 activity in mice is sufficient to protect 

against aggrecan loss and cartilage erosion in a model of inflammatory arthritis. Put together, these 

results from the Glasson and Stanton studies show that ADAMTS5, and not ADAMTS4, is the key 

aggrecanase in mice involved in cartilage degradation. 

1.3.3 Stem cell repair 

Currently, the only effective treatment for patients with osteoarthritis is joint replacement surgery 

for end-stage cases in load-bearing joints, with no effective drugs on the market to reverse the 

damage caused by the disease. This therefore does not benefit patients with osteoarthritis in non-

load-bearing joints such as the joints in the hands, or those with early-stage disease who must first 

endure the painful progression through the disease to be eligible for surgery. This makes 

investigation into the disease to find therapeutic targets a huge area of scientific and 

pharmaceutical interest. 

One area of interest lies in a treatment known as autologous chondrocyte implantation (ACI). This 

is the process of taking a cartilage biopsy, extracting the chondrocytes, expanding them in culture 

and implanting them into the site of cartilage damage in the osteoarthritic joint (Giannini, et al., 

2010; Akgun, et al., 2015; Buda, et al., 2015). However, obvious complications arise; in order to 

obtain the chondrocytes, damage has to be inflicted to another area of (non-load-bearing) cartilage. 

Furthermore, due to the small proportion of chondrocytes in cartilage, expansion in culture is a 

necessary step in order to generate enough cartilage for implantation, which risks dedifferentiation 

of the cells, as discussed in section 1.4. 
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Stem cells, derived from the bone marrow, are therefore an attractive alternative to overcome 

these problems, eliminating the need for further cartilage damage and cell culture. Furthermore, 

use of BMSCs has the potential to reduce the number of hospitalisations from two visits with ACI 

down to one visit (Giannini, et al., 2010; Buda, et al., 2015). Both techniques have resulted in 

improved patient outcome with the use of BMSCs sometimes achieving slightly better results based 

on various clinical scores of cartilage damage and osteoarthritis stage (Akgun, et al., 2015; Buda, et 

al., 2015) as well as rate of return to sporting activity (Buda, et al., 2015). 

Nevertheless, both techniques require surgery and a more favourable approach would be to avoid 

the complications of surgery all together by having the body repair the cartilage itself. Therefore 

work continues to identify a suitable therapeutic target to pursue via drugs to prevent the need for 

surgery and benefit patients of all stages and forms of OA. 
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1.4 Maintaining the chondrocytic phenotype 

Isolated primary chondrocytes are typically expanded in two-dimensional monolayer culture to 

increase their number, since chondrocytes present in cartilage are limited in number. However, 

chondrocytes grown in 2D are known to rapidly de-differentiate, reducing expression of 

chondrocytic genes, such as COL2A1, losing their chondrocytic phenotype and gaining a more 

fibroblast-like phenotype with the up-regulation of fibroblastic genes, such as for type I collagen 

(COL1A1, COL1A2) (Stokes, et al., 2001; Francioli, et al., 2010). Three-dimensional culture is 

therefore preferred to maintain the chondrocytic phenotype, mimicking the in vivo 

microenvironment in a number of ways. 

1.4.1 Suspension culture 

One way of culturing chondrocytes in suspension is via the use of poly-2-hydroxyethyl methacrylate 

(polyHEMA), coated onto culture surfaces to prevent cell adhesion to the substratum. Cells plated 

onto polyHEMA therefore remain in suspension, allowing chondrocytes to regain their spherical 

shape and re-establish their cell-cell and cell-matrix contacts in all three dimensions (Stokes, et al., 

2001). 

Stokes, et al. (2001) demonstrated the recovery of the chondrocytic phenotype. By RT-PCR, they 

reported that isolated primary chondrocytes lost expression of COL11A2 όŜƴŎƻŘƛƴƎ ǘƘŜ ʰн ŎƘŀƛƴ ƻŦ 

type XI collagen) by passage (P)3, lost expression of ACAN (aggrecan) by P2 and diminished 

expression of COL2A1 by P1 compared to P0. Transfer to polyHEMA returned expression of 

COL11A2 and ACAN back to P0 levels. De-differentiation was attributed to diminished binding of 

SOX9 to the promoter region of COL2A1 (Stokes, et al., 2001). 

1.4.2 Encapsulation 

An alternative method of culturing chondrocytes in 3D involves encapsulation, for example, by 

using alginate beads, a linear co-polymer of D-mannuronic acid and L-guluronic acid (Bonaventure, 

et al., 1994). Previous studies have directly compared culture in alginate beads compared to 2D 

ƳƻƴƻƭŀȅŜǊΦ Lǘ ǿŀǎ ŦƻǳƴŘ ǘƘŀǘ ƛƴ н5Σ ʰмόLύΣ ʰнόLύ ŀƴŘ ʰмόLLLύ ŎƘŀƛƴǎΣ ŀōǳƴŘŀƴǘƭȅ ǇǊŜǎŜƴǘ ƛƴ de-

differentiated chondrocytes, represented 90% of the total collagen, indicating a high amount of 

type I collagen and type III collagen. These chains were almost undetectable in the alginate culture 

system (Bonaventure, et al., 1994). Seeding at high density is also known to preserve the 

chondrocytic phenotype with up-regulation of COL2A1 mRNA, however, chondrocytes isolated 

from cartilage biopsies do not allow this due to the limited amount present in cartilage. However, 

alginate culture was able to re-differentiate chondrocytes that had been isolated and expanded in 
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monolayer culture to overcome this problem, with a high detection of COL2A1 and no detection of 

COL1A1 (type I collagen)(Bonaventure, et al., 1994). 

However, seeding at a high density into alginate may not be necessary. It has been shown that 

seeding at a low density (1 x 104 cells/ml alginate) resulted in higher expression of COL2A1 (up to 

26-fold higher) and sulphated GAG deposition compared to high density cultures (1 x 106 cells/ml 

alginate). The rate of proliferation was also observed to be higher in the low density culture than 

the high density culture. Thin fibrils, similar in size to type II collagen, were also observed 

throughout the matrix in low density cultures via scanning electron microscopy, but not in high 

density cultures. This ability of increased proliferation and re-differentiation of chondrocytes in a 

low density culture was seen to be dependent on the formation of clonal populations not observed 

in the high density cultures (Gagne, et al., 2000). 

1.4.3 Pellet Culture 

An alternative method of three-dimensional culture is pellet culture. Essentially, cells are pelleted 

by centrifugation and the pellet incubated. In time, the chondrocytes lay down an ECM typical of a 

cartilage biopsy, displaying typical physeal patterning with the hypertrophic zone at the top, 

proliferative zone in the middle and the resting zone at the bottom (Cheung, et al., 2008).  

hƴŜ ǊŜǇƻǊǘ Ƙŀǎ ǎǳƎƎŜǎǘŜŘ ǘƘŀǘ ǇŜƭƭŜǘ ŎǳƭǘǳǊŜ άŜƭƛŎƛǘǎ ǎǳǇŜǊƛƻǊ ŎƘƻƴŘǊƻƎŜƴƛŎ ǊŜ-differentiationέ 

compared to culturing in alginate beads (Bernstein, et al., 2009). Immunohistological staining 

showed high accumulation of type II collagen in the pellet cultures with very little in the alginate 

beads. qRT-PCR showed consistently high levels of SOX9 expression, similar to native cartilage, 

compared to low levels in monolayer and variable expression in alginate-based encapsulated 

chondrocytes. Type II collagen levels were also significantly increased in pellet cultures compared 

to alginate. Type I collagen levels on the other hand were decreased in both pellet culture and 

alginate-based cultures compared to monolayer (Bernstein, et al., 2009). 

Another paper compared pellet culture directly to hyaline cartilage explants from chicks, with 

results revealing that after 1-2 weeks, neo-cartilage from the pellet cultures shared many 

similarities with cartilage explants. For example, immunohistochemical staining showed similar 

staining patterns for aggrecan and type IX collagen; type I collagen was only seen at the edge of 

some of the pellet and explant; no type X collagen was observed in either; chondrocytes were 

spherical in both pellet and explant, and were observed to look healthy and active; and collagen 

fibrils were observed in both. However, these collagen fibrils appeared to be disorganised in the 

pellet compared to the explant. Staining of type II collagen was also different, with staining in the 
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pericellular matrix (PCM) of the chondrocytes in the explant compared to more ECM-located 

staining in the pellet culture (Zhang, et al., 2004). 

1.4.4 High density micromass culture 

High density micromass culture (not to be confused with the pellet culture system described in 

1.4.3 which is also sometimes referred to as a micromass) was established by Ahrens, et al. (1977) 

for the in vitro chondrogenic differentiation of cells isolated from the chick wing bud. It is a culture 

system whereby a high density of cells that is spotted onto a plate and is allowed to adhere to the 

plate before flooding with media (Figure 1.9). This ensures that cells grow as a central spot growing 

in three dimensions, increasing their cell-cell contacts, and secreting their own extensive matrix 

and thus increases their cell-matrix contacts in all three dimensions. 

 

 

 

 

 

 

 

 

 

 

 

This system has been shown to give increased expression of chondrocytic genes, such as COL2A1, 

compared to other three-dimensional culture systems, such as growth in alginate (Tanaka, et al., 

2004). Compared to pellet culture, micromass culture has been shown by immunohistochemistry 

to increase deposition of type II collagen and decrease deposition of fibroblastic type I collagen and 

hypertrophic type X collagen (Zhang, et al., 2010). 

There are many variations of micromass culture to enhance the culture of chondrocytes. One such 

example is to enhance chondrogenesis from chondrocyte precursors, MSCs. It has become a widely 

established culture system for inducing chondrogenesis, utilising many types of cells to undergo 

chondrogenesis, such as primary BMSCs (Tropel, et al., 2004; Taipaleenmaki, et al., 2008; Markway, 

Figure 1.9 ς Setting up a micromass culture. Cells are plated in a high-density, low volume 

(typically around 10 µl) spot into a culture well and allowed to adhere in the incubator for two 

hours. The wells are then flooded with the desired media, with the cells remaining as a spot. 

The micromass is then allowed to differentiate and/or grow for the desired period of time. 
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et al., 2010; Zhang, et al., 2010), primary adipose-derived mesenchymal stem cells (AMCs) (Malladi, 

et al., 2006; Xu, et al., 2007b), primary embryonic limb bud mesenchyme (Yoon, et al., 2000; Matta, 

et al., 2011), and various cell lines (Denker, et al., 1999; Kipnes, et al., 2003; Seriwatanachai, et al., 

2012). 

Additionally, micromass culture has also been used in conjunction with hypoxia culture (Egli, et al., 

2008; Ströbel, et al., 2010), discussed in section 1.4.6, to further enhance differentiation and re-

differentiation. The smaller culturing vessels needed for micromass culture (e.g. 24-well plate) 

makes this an attractive culturing model to use compared to other cultures such as pellet cultures, 

which are normally cultured in 15 ml tubes, making micromass cultures more practical than pellet 

cultures, which may need larger hypoxia chambers or require a larger incubator space for the same 

number of samples. 

1.4.5 Mesenchymal Stem Cell Differentiation 

ΨIŜŀƭǘƘȅΩ, non-OA primary chondrocytes are normally obtained post mortem. Although these 

donors may not have had a clinical history of OA, it cannot be ruled out that there may be some 

ŘŜƎǊŜŜ ƻŦ ǘƘŜ ŘƛǎŜŀǎŜ ǘƘŀǘ Ƙŀǎ ƎƻƴŜ ǳƴƴƻǘƛŎŜŘΦ CǳǊǘƘŜǊƳƻǊŜΣ ƻōǘŀƛƴƛƴƎ ǘƘŜǎŜ ΨƘŜŀƭǘƘȅΩ ǇǊƛƳŀǊȅ 

chondrocytes is infrequent, dependent on consenting patients undergoing joint replacement 

surgery locally and only a limited number of chondrocytes are present within cartilage explants. 

Since the initial steps of chondrogenesis involve condensation of MSCs and their subsequent 

differentiation into chondrocytes, MSCs are therefore an attractive, alternative and plentiful source 

ƻŦ ŎƘƻƴŘǊƻŎȅǘŜǎΣ ƻǾŜǊŎƻƳƛƴƎ ǘƘŜ ŘƛŦŦƛŎǳƭǘȅ ƻŦ ƻōǘŀƛƴƛƴƎ ΨƘŜŀƭǘƘȅΩΣ ƴƻƴ-OA primary chondrocytes, 

and eliminating the need to use 2D monolayer expansion of primary chondrocytes which would 

otherwise result in de-differentiation prior to re-differentiation. 

It has been suggested that 3D culture of MSCs enables cell-cell contact, reminiscent of the in vivo 

situation when MSCs condense as one of the initial steps of chondrogenesis (Wang, et al., 2005). It 

has previously been reported that N-cadherin is required for in vitro chondrogenesis whereby 

antibody blocking of the adhesion molecule inhibited chondrogenesis in micromass cultures of 

embryonic chick limb MSCs (Oberlender & Tuan, 1994). However, chondrogenesis has also been 

observed in 3D scaffold cultures (Nam, et al., 2010), which limits cell-cell contact. Furthermore, 

paraformaldehyde inactivation of MSCs, which keeps transmembrane signalling molecules intact 

on the cell surface, has been shown to inhibit chondrogenesis, indicating that cell-cell contact alone 

is not enough to initiate chondrogenesis and that various signalling is required (Liu, et al., 2010).  
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In addition to differentiating MSCs into chondrocytes in the various three-dimensional culture 

systems outlined previously, some studies have demonstrated the additional benefits of co-

culturing MSCs with mature articular chondrocytes. Equine MSCs isolated from the marrow of the 

sternebra, when co-cultured with equine articular chondrocytes isolated from the femoropatellar 

joint, produced higher levels of COL2A1 and SOX9 mRNA, and stronger, more homogeneous Alcian 

blue staining (indicating proteoglycan deposition) compared to separate MSC and chondrocyte 

cultures with and without stimulation via TDCʲм (Lettry, et al., 2010). 

It has also been shown that co-culture of MSCs with articular chondrocytes reduces markers of 

chondrocyte hypertrophy, a fate spared from articular cartilage and reportedly to occur 

prematurely in differentiating MSC micromass cultures (Pelttari, et al., 2006). A report by Fischer, 

et al., (2010) revealed a decrease in mRNA levels of ALPL, which encodes the enzyme alkaline 

phosphatase produced by hypertrophic chondrocytes responsible for matrix mineralisation during 

endochondral ossification, in human articular chondrocyte-conditioned MSC pellets. 

Supplementation of unconditioned media with PTHrP (parathyroid hormone-related protein), 

previously detected in culture supernatants, strongly reduced alkaline phosphatase activity in MSC 

pellets and significantly decreased COL10A1 and Indian hedgehog (IHH) mRNA levels (Fischer, et al., 

2010) suggesting PTHrP may be one soluble factor secreted by chondrocytes to repress hypertrophy 

and may therefore be added to MSC-derived chondrocytes to prevent them from going down the 

hypertrophic pathway to maintain the articular chondrocyte phenotype. 

1.4.6 Hypoxia 

Articular cartilage is an avascular, aneural, alymphatic connective tissue. As such, cartilage is subject 

to a low oxygen tension and therefore the chondrocytes live in a hypoxic environment with oxygen 

tension varying from 1 - 7 % O2 in humans, depending on how deep the cartilage zone is from the 

articular surface, in comparison to arterial blood ranging from 11 - 14 % O2 (Grimshaw & Mason, 

2000; Murphy & Polak, 2004). Culturing cells under normoxic conditions (20 % O2) is therefore 

unphysiological and not suitable for the in vitro culture of chondrocytes. Many studies have shown 

the benefits of culturing chondrocytes under hypoxic conditions, in conjunction with a three-

dimensional environment, to closely mimic more realistic in vivo conditions. 

One study observed the effects of encapsulation of human hip articular chondrocytes in alginate 

beads at 20 % O2 and 5 % O2, in comparison to P0 isolated chondrocytes. qRT-PCR revealed strong 

decreases in COL2A1, ACAN (aggrecan) and SOX9 expression following monolayer subculture of 

chondrocytes (P3). Encapsulation of P3 chondrocytes slowly increased expression, but after 28 days 

at 20 % O2, expression was still lower than that of encapsulated P0 chondrocytes. In comparison, 
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encapsulated P3 chondrocytes restored expression of COL2A1, ACAN and SOX9 by 28, 14 and 7 days 

respectively when cultured at 5 % O2 (Murphy & Polak, 2004). These results show that although 3D 

culture up-regulates chondrocytic genes, the effects can be significantly enhanced by reducing the 

oxygen tension to a more physiologically-relevant level. 

Another study also observed the effects of hypoxic culture using pellet culture on the anabolic and 

catabolic activities of non-OA human knee articular chondrocytes. Results showed that, in addition 

to increases in type II collagen and aggrecan, culture of chondrocytes at 5 % O2 also decreased 

expression of MMP1 and MMP13. Switching to 19 % O2 after this initial 5 % O2 phase resulted in 

increased release of MMP1 and MMP13 as well as collagen fibrils with a decrease in persistence 

length and bending ratio seen by scanning electron microscopy, similar to OA cartilage, indicative 

of softening of the cartilage (Ströbel, et al., 2010). Decreasing oxygen tension therefore improves 

the structure, reduces catabolic activities and enhances anabolic activities. 

However, hypoxia also has been reported to exert catabolic effects. The murine chondroprogenitor 

cell line, ATDC5 (described in more detail in Chapter 3), readily undergoes chondrogenesis with 

insulin stimulation at normal oxygen levels. However, upon hypoxic stimulation at 1 % O2, insulin-

induced chondrogenesis was inhibited, resulting in decreased expression of Col2a1, Acan 

(aggrecan), Col10a1, as well as decreased proteoglycan deposition as seen by Alcian blue staining 

(Chen, et al., 2006). Similar results were also seen in chondrogenically differentiating murine AMCs 

in micromass, with decreased expression of type II collagen protein and sulphated GAG content 

(Malladi, et al., 2006). Additionally, hypoxia inducible factor (HIF)-нʰΣ ŀ ƳŜƳōŜǊ ƻŦ ǘƘŜ ILC 

transcription factor family responsible for the regulation of genes under hypoxia, has been shown 

to increase expression of MMP3 and MMP13 in mice via the inflammatory cytokine, IL-6, in mouse 

cartilage (Ryu, et al., 2011). Conversely, HIF-нʰ Ƙŀǎ ōŜŜƴ ǊŜǇƻǊǘŜŘ ǘƻ ōŜ ǊŜǎǇƻƴǎƛōƭŜ for the hypoxic 

induction of COL2A1 and SOX9 in human articular chondrocytes (Lafont, et al., 2007). This highlights 

the complexity of hypoxia and its importance in cartilage, and additionally, consideration may need 

to be taken regarding cell source as mice have thinner cartilage than larger mammals and as a result 

may be subject to different oxygen tensions in vivo (Murphy, et al., 2009). 
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1.5 Summary 

Osteoarthritis is a painful and debilitating disease with no disease-modifying drugs available on the 

market. A number of signalling pathways have been implicated in the progression of osteoarthritis, 

including the WNT signalling pathway and the CCN growth factor family. Although these two 

families are known to be tightly linked, the extent of their relationship and the mechanisms behind 

their involvement in the progression of osteoarthritis are not fully understood. 

Additionally, cartilage is now known to be a complex tissue consisting of many layers which all 

regulate different sets of genes, and different cartilages in the body have unique functions 

depending on its location. Previously, little regard has been taken as to the phenotype of cartilage-

like tissue produced from the culture of chondrocytes and chondrogenically differentiating MSCs. 

1.6 General Hypothesis 

It was therefore hypothesised that WNT and CCN signalling may be implicated in the destruction of 

cartilage and may therefore be implicated directly or indirectly in inflammatory cytokine and 

metalloproteinase signalling in chondrocytes and chondroprogenitor cells.  

As mentioned before, chondrocytes and their progenitors are the only cells present in cartilage. 

Given that WNT signalling has been implicated in both the differentiation of chondrocytes and the 

migration of other cells in both a positive and negative manner, it was also therefore hypothesised 

that WNT signalling may be involved in the modulation of the migration of the cells in response to 

cartilage damage to either promote or impede repair. 

1.7 Aims 

To investigate these hypotheses with physiological relevance, this thesis therefore aimed to: 

1. Establish a culturing model of physiological relevance to model articular cartilage and the 

changes that occur during osteoarthritis 

a. Identify the phenotype of the cartilage model to ascertain its biological relevance 

by examining regulation of known cartilage phenotypic genes 

b. Investigate the gene expression changes of the WNT and CCN signalling families 

during chondrogenesis using the above model 

2. Investigate the impact of WNT signalling in an osteoarthritic-like setting via examining gene 

and protein regulation 

3. Investigate the functional outcomes of WNT signalling via migration and invasion studies 



 
36 

 

Chapter 2 

Materials and Methods 

Chapter 2 ς Materials and Methods 
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2.1 ATDC5 Cell Culture 

2.1.1 Maintenance 

ATDC5 cells, originally cloned from the AT805 mouse embryonic teratocarcinoma cell line (Atsumi, 

et al., 1990), were obtained from Dr. Tracey Swingler (University of East Anglia). Undifferentiated 

ATDC5 cells were maintained in a culture medium consisting of DMEM:F12 (Invitrogen) containing 

5% (v/v) foetal calf serum (FCS), 1% (v/v) L-glutamine and 1% (v/v) penicillin/streptomycin 

(Invitrogen) supplemented wƛǘƘ мл ˃ƎκƳƭ ǘǊŀƴǎŦŜǊǊƛƴ ό{ƛƎƳŀ-Aldrich) and 30 nM sodium selenite 

(Sigma-Aldrich), referred to as maintenance medium. Medium not supplemented with transferrin 

or sodium selenite was referred to as basal medium. Cells were maintained in a humidified 

incubator at 37 °C with 5% CO2. Undifferentiated cells doubled every day and were passaged using 

0.05% Trypsin/EDTA (Invitrogen) roughly twice weekly at 1:8 or 1:16 in maintenance medium in 

filter-capped tissue culture flasks (Nunc). 

2.1.2 Experimental Culture 

For experiments, ATDC5 cells were grown in several different culture models. 

2.1.2.1 Monolayer Culture 

Monolayer cultures of ATDC5 cells were plated at a density of 6 x 103 cells/cm2 into a 24-well tissue 

culture plate (Nunc) in 500 µl maintenance medium, and allowed to grow for 2 days until just sub-

confluent, unless stated otherwise. After two days, medium was refreshed or switched to the stated 

condition and this time point is referred to as Day 0. 

2.1.2.2 High Density Micromass Culture 

High density micromass cultures of ATDC5 cells were established essentially as described previously 

(Ahrens, et al., 1977). Briefly, ATDC5 cells were plated in 10 µl droplets in maintenance medium at 

a density of 2 x 107 cells/ml into a 24-well tissue culture plate, unless stated otherwise, and allowed 

to adhere for 2 h in a humidified incubator at 37 °C, 5% CO2 ōŜŦƻǊŜ ŦƭƻƻŘƛƴƎ ǿŜƭƭǎ ǿƛǘƘ рлл ˃ƭ ƻŦ ǘƘŜ 

appropriate medium according to the experiment. This time point was referred to as Day 0. 

2.1.2.3 ATDC5 Chondrogenic Induction with Insulin 

Insulin was used to induce differentiation of ATDC5 cells essentially as described previously (Atsumi, 

et al., 1990), by supplementing basal medium with an insulin, transferrin and sodium selenite (ITS) 

premix (Invitrogen), giving final concentrations of 10 µg/ml insulin, 5.5 µg/ml transferrin and 38.73 

nM sodium selenite. Differentiating medium was added at Day 0 and refreshed every 2-3 days for 

14 days. For the time course analysis, cells were differentiated for 7, 14 and 21 days. 
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Undifferentiated (non-induced) ATDC5 cells in maintenance medium were used as controls for 

differentiated ATDC5 cells and maintained for the same time period. 

2.1.2.4 Stimulation with Ascorbic Acid 

Lƴ ǎƻƳŜ ŜȄǇŜǊƛƳŜƴǘǎΣ ƳŀƛƴǘŜƴŀƴŎŜ ƻǊ ŘƛŦŦŜǊŜƴǘƛŀǘƛƻƴ ƳŜŘƛŀ ǿŜǊŜ ŀƭǎƻ ǎǳǇǇƭŜƳŜƴǘŜŘ ǿƛǘƘ рл ˃ƎκƳƭ 

L-ŀǎŎƻǊōƛŎ ŀŎƛŘ ǎƻŘƛǳƳ ǎŀƭǘ όƘŜǊŜŀŦǘŜǊ άŀǎŎƻǊōƛŎ ŀŎƛŘέύ ό{ƛƎƳŀ-Aldrich), as previously established in 

chondrogenic culture (Spagnoli, et al., 2005; Taipaleenmaki, et al., 2008; Temu, et al., 2010). Media 

were then refreshed every 2-3 days. 

2.1.2.5 ECM Components 

Where indicated, culture wells or 13 mm sterilised glass coverslips (VWR International) were coated 

with either Type II Collagen (from chick sternal cartilage, Sigma-Aldrich), or Fibronectin (from 

human plasma, Sigma-Aldrich) at the desired concentration and incubated overnight at 4 °C. Excess 

liquid was removed, the plates and coverslips washed with PBS and allowed to air dry under sterile 

conditions. 

2.2 Gene Transcription Analysis by qRT-PCR 

2.2.1 RNA Extraction using RNEasy Mini/Micro Plus kits from QIAGEN 

Total RNA was extracted using RNEasy Mini Plus or RNEasy Micro Plus kits from QIAGEN, according 

ǘƻ ǘƘŜ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ .ǊƛŜŦƭȅΣ ŎŜƭƭǎ ǿŜǊŜ ǿŀǎƘŜŘ ǿƛǘƘ t.{ ŀƴŘ ƭȅǎŜŘ ƛƴ w[¢Ҍ ƭȅǎƛǎ ōǳŦŦŜǊ 

ŎƻƴǘŀƛƴƛƴƎ ƎǳŀƴƛŘƛƴŜ ǘƘƛƻŎȅŀƴŀǘŜΣ ǎǳǇǇƭŜƳŜƴǘŜŘ ǿƛǘƘ ʲ-mecaptoethanol (to a final concentration 

of 143 mM). Cell lysates were homogenised by repeatedly pipetting up and down before being 

transferred to gDNA eliminator columns. Micromass cultures that had been induced with insulin 

were further homogenised using a TissueLyser (QIAGEN) by vigorous shaking with a sterile ball-

bearing in a 2 ml safety-lock tube (Eppendorf) at 30 Hz for 30 s before being transferred to a gDNA 

eliminator column due to the ECM produced in micromass cultures that may otherwise prevent 

complete homogenisation. After centrifugation, flow-through was precipitated with equal volumes 

of 70 % ethanol before being transferred to the RNA spin columns and centrifuged again. RNA was 

trapped on the silicone membrane and a series of washes with high-salt buffers further purified the 

RNA before elution in RNAse-free water. Eluted RNA was stored at -20 °C. 
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2.2.2 RNA quality/quantity analysis with NanoDrop 

RNA quality and quantity was analysed using the NanoDrop 2000 spectrophotometer (Thermo 

Scientific) at wavelengths of 230, 260 and 280 nm. RNA concentration was measured at 260 nm. 

Ratios of 260/280 and 260/230 were used to analyse the quality of the RNA for protein 

contamination and guanidine contamination respectively. Samples with ratios above 1.8 were 

deemed as high quality with respect to contaminants. 

2.2.3 Two-step reverse transcription to cDNA using M-MLV 

RNA was reverse transcribed to cDNA in a two-step process. Random primers (0.5 µg/µg RNA) 

(Invitrogen) were annealed to RNA by heating to 70 °C for 10 min then immediately plunged into 

ice to prevent restoration of secondary structures. Primed RNA was reverse transcribed using M-

MLV (200 u/µg RNA) (Promega) with 0.2 mM dNTP mix (Bioline) by heating to 42 °C for 60 min to 

allow primer extension. Enzyme activity was destroyed by heating to 70 °C for 10 min, and samples 

stored at -20 °C until use. 

2.2.4 Identification of suitable housekeeping gene using geNorm from PrimerDesign  

To identify a suitable housekeeping gene for experimental analysis, a geNorm reference analysis 

was carried out using a 12 gene geNorm gene selection kit (PrimerDesign) using PerfectProbe 

technology with a 6-ŎŀǊōƻȄȅŦƭǳƻǊŜǎŎŜƛƴ όC!aύ ǊŜǇƻǊǘŜǊΣ ŀŎŎƻǊŘƛƴƎ ǘƻ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ 

Briefly, 5 ng cDNA from different conditions were loaded onto a qPCR plate (Applied Biosystems) 

along with a mixture containing 2x qPCR MasterMix (Applied Biosystems) and selected 

primer/probe mixes at 300 nM. The loaded plate was sealed and loaded into a 7500/7500 Fast Real-

Time PCR System (Applied Biosystems) and subjected to the following cycling conditions detailed 

in Table 2.1. 

Table 2.1 ς PCR cycling conditions for geNorm analysis using PerfectProbe Technology 

 Step Time (min:sec) Temperature (°C) 

 Enzyme Activation 10:00 95 

Cycling x50 

Denaturation 00:15 95 

Data Collection 00:30 50 

Extension 00:15 72 

 

CTs were analysed using qbasePLUS (Biogazelle) and subjected to geNorm analysis (Vandesompele, 

et al., 2002). Reference genes were ranked using a geNorm M value from worst (higher value) to 
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best (lower value). A geNorm M value below 0.5 was considered acceptable for use as a reference 

gene. A list of genes used in the geNorm analysis can be found in Table 2.2. 

Table 2.2 ς Genes analysed using the geNorm gene selection kit. Full gene names taken from 
National Centre for Biotechnology Information (NCBI). 

Symbol Name 

18s 18S ribosomal RNA 

Actb Actin, beta 

Atp5b ATP synthase, H+ 
transporting mitochondrial 
F1 complex, beta subunit 

B2m Beta-2 microglobulin 

Canx Calnexin 

Cyc1 Cytochrome c-1 

Eif4a2 eukaryotic translation 
initiation factor 4A2 

Gapdh Glyceraldehyde-3-phosphate 
dehydrogenase 

Rpl13a Ribosomal protein L13A 

Sdha Succinate dehydrogenase 
complex, subunit A, 
flavoprotein (Fp) 

Ubc Ubiquitin C 

Ywhaz Tyrosine 3-
monooxygenase/tryptophan 
5-monooxygenase activation 
protein, zeta polypeptide 

 

2.2.5 Generation of custom assays using the Universal ProbeLibrary 

Custom-made primer/prone sets (hereafter referred to as assays) for use with the Universal 

ProbeLibrary (UPL)(Roche) for use in qRT-PCR were designed using the UPL assay design centre 

using the ProbeFinder database. Assays were designed to be intron-spanning to eliminate PCR 

amplification of any potential, residual, contaminating gDNA. Designed DNA primers were 

synthesised and purchased from Sigma-Aldrich and used in combination with the relevant LNA UPL 

probe (8-ф ƳŜǊǎύΣ ǇǳǊŎƘŀǎŜŘ ŦǊƻƳ wƻŎƘŜΣ ƭŀōŜƭƭŜŘ ǿƛǘƘ C!a όрΩύ ŀƴŘ ŀ ŘŀǊƪ ǉǳŜƴŎƘŜǊ ŘȅŜ όоΩύΦ ¢ƘŜ 

ǳǎŜ ƻŦ [b!Σ 5b! ŀƴŀƭƻƎǳŜǎ ǿƘƛŎƘ ƛƴŎƻǊǇƻǊŀǘŜ ŀ ƳŜǘƘȅƭŜƴŜ ōǊƛŘƎŜ ōŜǘǿŜŜƴ ǘƘŜ нΩ-h ŀǘƻƳ ŀƴŘ пΩ-C 

ŀǘƻƳ ǘƻ άƭƻŎƪέ ǘƘŜ ǊƛōƻǎŜ ǊƛƴƎΣ ƛƴ ǘƘŜ ¦t[ ǇǊƻōŜǎ ƎƛǾŜǎ ƛƴŎǊŜŀǎed thermal stability with a greater 

ɲ¢m between perfectly matched and mismatched pairing, and thus allows for more sensitive 

discrimination of mismatches in base-pairing (Roche Applied Science, 2009). In qRT-PCR reactions 

using the UPL, primers and probes were used at 250 nM and 125 nM respectively and used under 
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standard TaqMan cycling conditions (Table 2.4).  Primer sequences and UPL probe numbers can be 

found in Table 2.3 

2.2.6 Generation of custom assays from PrimerDesign 

For assays that were not able to be designed through the UPL, either due to a lack of intron-

spanning assays available or lack of specificity, custom assays, using primer and double-dye 

(TaqMan-style) technology, were designed by PrimerDesign (Southampton, UK). Custom assays 

were designed and checked for efficiency and specificity by PrimerDesign, and supplied as a 

primer/probe mix used at a final concentration of 300 nM per reaction. PrimerDesign assays were 

used under standard TaqMan cycling conditions (Table 2.4) with sequences detailed in Table 2.3. 
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Table 2.3 ς Primer/Probe sequences for murine assays for use with qRT-PCR. Where more than one accession number is given, the primer/probes are 
designed as a common assay that detects all variants listed. Exact probe sequences for assays designed by the UPL and primer/probe sequences for 
housekeeping genes designed by PrimerDesign are property of, and withheld by, the respective companies. All given probes are ƭŀōŜƭƭŜŘ ǿƛǘƘ C!a όрΩύ ŀƴŘ 
tetramethylrhodaminŜ ό¢!aw!ύ όоΩύΦ 

  

Official 
Gene 

Symbol 
Other Names 

Accession 
Number(s) 

Design Source   Sequence (5'-3') 

H
o
u
s
e
ke

e
p
in

g
 G

e
n
e
s 

18S 18S rRNA M10098 Corps, et al., (2006) 

Forward Primer: GCCGCTAGAGGTGAAATTCTTG 

Reverse Primer: CATTCTTGGCAAATGCTTTCG 

Probe: ACCGGCGCAAGACGGACCAG 

Ywhaz 

Tyrosine 3-
monooxygenase/tryptophan 5-

monooxygenase activation 
protein, zeta polypeptide 

NM_001253805.1 

PrimerDesign 

Forward Primer: Property of PrimerDesign 

NM_001253806.1 Reverse Primer: Property of PrimerDesign 

NM_001253807.1 Probe: Property of PrimerDesign 

NM_011740.3     

M
e
ta

llo
p
ro

te
in

a
s
e
s Adamts4 Aggrecanase 1 NM_172845.2 

Folgueras, et al., 
(2008) 

Forward Primer: TCAACACCCCTAACGACTCAGA 

Reverse Primer: CAGCTCCTAGCTGGATCACACA 

Probe: CTGACCACTTTGACACAGCCATTCTGTTCA 

Adamts5 Aggrecanase 2 NM_011782.2 UPL  

Forward Primer: CCTGGATGATGGTCATGGTA 

Reverse Primer: AGTTCCTCGGGACCCAAA 

Probe: UPL Probe #38 

Mmp13 Collagenase 3 NM_008607.2  UPL 

Forward Primer: CTTTTCCTCCTGGACCAAACT 

Reverse Primer: TCATGGGCAGCAACAATAAA 

Probe: UPL Probe #105 
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C
CN

 G
ro

w
th

 F
a
c
to

rs 

Cyr61 

CCN1; 

NM_010516.2 UPL  

Forward Primer: GGATCTGTGAAGTGCGTCCT 

Cysteine rich protein 61 Reverse Primer: CTGCATTTCTTGCCCTTTTT 

  Probe: UPL Probe #66 

Ctgf 

CCN2; 

NM_010217.2 UPL  

Forward Primer: TGACCTGGAGGAAAACATTAAGA 

Connective tissue growth factor Reverse Primer: AGCCCTGTATGTCTTCACACTG 

  Probe: UPL Probe #71 

Nov 

CCN3; 

NM_010930.4 UPL  

Forward Primer: AGTGGACCTGTGGCTCAGA 

Nephroblastoma overexpressed Reverse Primer: TCAACTCCTACGGTGGCTTC 

  Probe: UPL Probe #11 

Wisp1 

CCN4; 
WNT1 inducible signaling 

pathway protein 1 
  

NM_018865 PrimerDesign 

Forward Primer: TTATCCCCTGTGGCTCCTC 

Reverse Primer: CCATTTATGAGTGTGTGTATAGTTCT 

Probe: ATGATGATTCAGTTTGCCCCACACCATACA 

Wisp2 

CCN5; 
WNT1 inducible signaling 

pathway protein 2 
  

NM_016873.2 UPL  

Forward Primer: TCCTCTGCATTCTCTCAATGG 

Reverse Primer: GTGTCCAAGGACAGGCACA 

Probe: UPL Probe #104 

Wisp3 

CCN6; 
WNT1 inducible signaling 

pathway protein 3 
  

NM_001127376 PrimerDesign 

Forward Primer: GCAAGCAACCAAGTGGACTC 

Reverse Primer: CAGCCTCCTCTCCTTTCTCAT 

Probe: CGGGTAACCAACGATAACGCCAACTGTGA 
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C
o
lla

g
e
n
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Col1a1 Collagen, type I, alpha 1 NM_007742.3 UPL  

Forward Primer: CATGTTCAGCTTTGTGGACCT 

Reverse Primer: GCAGCTGACTTCAGGGATGT 

Probe: UPL Probe #15 

Col1a2 Collagen, type I, alpha 2 NM_007743.2 UPL  

Forward Primer: GCAGGTTCACCTACTCTGTCCT 

Reverse Primer: CTTGCCCCATTCATTTGTCT 

Probe: UPL Probe #46 

Col2a1 Collagen, type 2, alpha 1 

NM_001113515.2 

UPL  

Forward Primer: ACCCCCAGGTGCTAATGG 

NM_031163.3 Reverse Primer: AACACCTTTGGGACCATCTTT 

  Probe: UPL Probe #18 

Col9a1 Collagen, type 9, alpha 1 NM_007740.3 UPL  

Forward Primer: CCTGGGTATCCGCAACTCT 

Reverse Primer: CCTGATCTTGGGACACAGTTC 

Probe: UPL Probe #31 

Col10a1 Collagen, type 10, alpha 1 NM_009925.4 UPL  

Forward Primer: GCATCTCCCAGCACCAGA 

Reverse Primer: CCATGAACCAGGGTCAAGAA 

Probe: UPL Probe #84 

N
o
n-

c
o
lla

g
e
n
o
u
s
 E

C
M

 
C

o
m

p
o
n
e
n
ts 

Acan Aggrecan NM_007424.2 UPL  

Forward Primer: CCAGCCTACACCCCAGTG 

Reverse Primer: GAGGGTGGGAAGCCATGT 

Probe: UPL Probe #76 

Matn3 Matrilin 3 NM_010770.4 UPL  

Forward Primer: GCTATGGAGGTTACGCCTTG 

Reverse Primer: GTACCAGAGGCGCATTTGTC 

Probe: UPL Probe #2 

Prg4 Proteoglycan 4 (Lubricin) NM_021400.3 UPL  

Forward Primer: GGCAAGTGCTGTGCAGATTA 

Reverse Primer: AGGCGGAGGTGCAGTCTT 

Probe: UPL Probe #9 
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W
N

T 
S

ig
n
a
lli

n
g 

Dkk1 Dickkopf homolog 1 NM_010051.3 UPL  

Forward Primer: CCGGGAACTACTGCAAAAAT 

Reverse Primer: CCAAGGTTTTCAATGATGCTT 

Probe: UPL Probe #76 

Dkk3 Dickkopf homolog 3 NM_015814.2 UPL  

Forward Primer: TCGTGACCAGATCCAGCTT 

Reverse Primer: AGCCGCTGCATGTTTGTT 

Probe: UPL Probe #70 

Frzb 

Frizzled-related protein; 

NM_011356.4 UPL  

Forward Primer: CACCGTCAATCTTTATACCACCT 

Secreted frizzled-related 
protein 3 (Sfrp3) 

Reverse Primer: GAGCCTTCTACCAAGAGTAACCTG 

  Probe: UPL Probe #34 

Grem1 Gremlin 1 NM_011824.4 UPL  

Forward Primer: GACCCACGGAAGTGACAGA 

Reverse Primer: CCCTCAGCTGTTGGCAGTAG 

Probe: UPL Probe #63 

Ror2 
Receptor tyrosine kinase-like 

orphan receptor 2 
NM_013846.3 UPL  

Forward Primer: TCATCAGCCAGCACAAACA 

Reverse Primer: GTGGCCTTTGTAGACCTTGC 

Probe: UPL Probe #25 

Wnt3a 
Wingless-related MMTV 

integration site 3A 
NM_009522.2 UPL  

Forward Primer: CTTAGTGCTCTGCAGCCTGA 

Reverse Primer: GAGTGCTCAGAGAGGAGTACTGG 

Probe: UPL Probe #76 

Wnt5a 
Wingless-related MMTV 

integration site 5A 
NM_009524.2 UPL  

Forward Primer: ACGCTTCGCTTGAATTCCT 

Reverse Primer: CCCGGGCTTAATATTCCAA 

Probe: UPL Probe #55 

P
h
o
s
p
h-

a
ta

s
e
s 

Alpl 
Alkaline phosphatase, 

liver/bone/kidney 
NM_007431.2 UPL  

Forward Primer: CGGATCCTGACCAAAAACC 

Reverse Primer: TCATGATGTCCGTGGTCAAT 

Probe: UPL Probe #12 
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E
C

M
 R

e
c
e
p
to

rs 

Ddr1 Discoidin domain receptor 1 

NM_007584.2 

UPL  

Forward Primer: TGTGCCTAGGGAGACTGAAAC 

NM_172962.1 Reverse Primer: TCCCTCTGGTCTATGGAGGA 

  Probe: UPL Probe #56 

Ddr2 Discoidin domain receptor 1 NM_022563.2 UPL  

Forward Primer: CGAAAGCTTCCAGAGTTTGC 

Reverse Primer: GCTTCACAACACCACTGCAC 

Probe: UPL Probe #55 

¢
D
C
ʲ
 
C
ŀ
Ƴ
ƛ
ƭ
ȅ

 

Tgfb1 
Transforming growth factor, 

beta 1 
NM_011577.1 UPL  

Forward Primer: TGGAGCAACATGTGGAACTC 

Reverse Primer: CAGCAGCCGGTTACCAAG 

Probe: UPL Probe #72 

Tgfb2 
Transforming growth factor, 

beta 2 
NM_009367.3 UPL  

Forward Primer: TGGAGTTCAGACACTCAACACA 

Reverse Primer: AAGCTTCGGGATTTATGGTGT 

Probe: UPL Probe #73 

Tgfb3 
Transforming growth factor, 

beta 3 
NM_009368.3 UPL  

Forward Primer: TGGCTGTCTTTCGATGTCAC 

Reverse Primer: GCTGATTTCCAGACCCAAGT 

Probe: UPL Probe #91 

T
ra

n
sc

ri
p
ti
o
n
 

F
a
c
to

rs
 Runx2 

Runt related transcription 
factor 2 

NM_001146038.1 

UPL  

Forward Primer: GATGATGACACTGCCACCTCT 

NM_009820.4 Reverse Primer: AAAAGGGCCCAGTTCTGAAG 

NM_001145920.1 Probe: UPL Probe #34 

Sox9 SRY-box containing gene 9 NM_011448.4 UPL  

Forward Primer: CAGCAAGACTCTGGGCAAG 

Reverse Primer: TCCACGAAGGGTCTCTTCTC 

Probe: UPL Probe #66 

     Forward Primer: CTTTGCCAAGCCATCCTG 

Others Anxa1 Annexin A1 NM_010730.2 UPL Reverse Primer: TGGGATGTCTAGTTTCCACCA 

     Probe: UPL Probe #66 
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2.2.7 qRT-PCR analysis using double-dye hydrolysis probe technology 

Five nanograms of cDNA were used for gene expression analysis using the 7500/7500 Fast Real-

Time PCR System (Applied Biosystems) with 2x qPCR MasterMix (Applied Biosystems) and selected 

primer/probe combinations at the relevant concentrations described above. For qRT-PCR analysis 

using double-dye hydrolysis probes, standard TaqMan cycling conditions were used (Table 2.4). 

Gene expression was normalised using the relative standard curve method against expression of 

the housekeeping genes, 18S or Ywhaz. 

Table 2.4 ς Standard TaqMan cycling conditions for qRT-PCR using double-dye hydrolysis probes. 
Data collection was under the FAM channel. 

 Step Time (min:sec) Temperature (°C) 

 Enzyme Activation 10:00 95 

Cycling x40 

Denaturation 00:15 95 

Data Collection 01:00 60 

 

2.3 Histological Staining 

2.3.1 Detection of proteoglycans/GAGs with Alcian Blue 

Proteoglycans/GAGs were detected by Alcian blue staining using a modified protocol from Kawai, 

et al., (2012) and Cha, et al., (2013). Briefly, cells cultured directly on 24-well plates were washed 

twice with PBS and fixed with ice-cold methanol at -20 °C for 5 min. Methanol was then immediately 

replaced with an equal amount of Alcian Blue 8GX (0.1 % w/v in 0.1 M HCl) (Sigma-Aldrich Aldrich) 

and left at room temperature overnight. Cells were repeatedly washed with water until the water 

pipetted off was clear, then cells were left in fresh water for imaging. Cells were imaged using a 

Zeiss SV11 stereo widefield microscope (Zeiss) with a colour AxioCam HRc camera (Zeiss) using 

AxioVision software (Zeiss). 

The amount of Alcian blue staining was quantified using a modified protocol based on Frazier,  et 

al., (2008). Briefly, Alcian blue staining was removed from cultures and solubilised with 8 M 

guanidine hydrochloride for 6 h with gentle shaking at room temperature. One hundred microlitres 

was then removed and placed into a 96-well plate (Nunc) and absorbance read at 630 nm. The 

absorbance of unused 8 M guanidine hydrochloride was subtracted from all absorbance readings 

before data analysis. 
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2.3.2 Immunofluorescence 

To ensure adequate antibody penetration in cultures which have been induced to differentiate, due 

to the thickness of the developed micromass and the three-dimensional cartilaginous nodules in 

monolayer cultures, immunofluorescence was carried out using a modified protocol based on Bader, 

et al., (1998). 

Cells were seeded, according to the experiment, onto sterile 13 mm glass coverslips (VWR 

International) in a 24-well plate. For immunofluorescent detection of ECM components, cells were 

washed in PBS and fixed in ice cold acetone for 5 min at -20 °C. Cells were rehydrated to PBS in 

stepwise 10 min incubations from 80, 50 and 20 % acetone/PBS to 100 % PBS at room temperature. 

Non-specific sites in the ECM were then blocked in either 10 % normal goat serum + 5 % BSA in PBS 

or 10% normal donkey serum (Sigma-Aldrich) + 5% BSA in PBS, depending on the antibody for 2 x 

60 min incubations at room temperature. Coverslips were then inverted onto a 50 µl droplet 

containing the primary antibody diluted in the blocking buffer on parafilm (Bemis Company, Inc) 

overnight at 4 °C in a humidified chamber. Cells were then placed cell-side up back into the 24-well 

plate and washed seven times for 60 min each in TBS. The same process was then used to incubate 

with the secondary antibody overnight before seven more washes in TBS to remove residual 

unbound antibody. The fifth wash also contained 1 µg/ml 4',6-diamidino-2-phenylindole (DAPI) to 

stain for nuclear content. Coverslips were then mounted onto a glass slide using Hydromount 

(National Diagnostics) and kept in the dark at 4 °C until imaging. 

Cells were imaged using either a Zeiss LSM510 META confocal micropscope with an inverted 

Axiovert 200M stand or a Leica TCS SP2 UV confocal microscope with an inverted Leica DM IRE2 

stand. Z stacks were taken at 2 µm steps through and beyond positively DAPI-stained areas at a 

resolution of 2048 x 2048 pixels per slice. Images were then processed using Volocity software 

(PerkinElmer, Waltham, MA). Fluorescence intensity was calculated using ImageJ per slice and the 

results per slice added together and divided by the number of slices. Total intensity was then 

normalised to the no primary controls by subtracting the total intensity for the no primary 

conditions. 

A full list of primary and secondary antibodies can be found in Table 2.5 and Table 2.6 respectively. 

2.3.3 Protein Detection by Western Blotting 

Western blotting was performed essentially as described in Baker, et al., (2012), detailed below. 
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2.3.3.1 Preparation of cell lysates 

Cell cultures were washed twice in ice cold PBS and lysed in either RIPA buffer (50 mM Tris HCl pH 

8, 150 mM NaCl, 1 % Triton X100, 0.5 % Sodium Deoxycholate, 0.1 % SDS) (recipe from Abcam, 

Cambridge, UK) or Urea/Thiourea buffer (7 M urea, 2 M thiourea, 4 % CHAPS, 30 mM Tris HCl pH 

8.5, 1 mM DTT) (recipe based on Ngoka (2008) and Peach, et al. (2012)ύ ŎƻƴǘŀƛƴƛƴƎ Iŀƭǘϰ tǊƻǘŜŀǎŜ 

and Phosphatase Inhibitor Cocktail (Pierce). RIPA extraction was carried out on ice for at least 30 

min with occasional scraping. Urea/thiourea extraction was carried out at room temperature for 15 

min. For further homogenisation, if needed, lysate was transferred to a 2 ml safety-lock tube 

(Eppendorf) with a sterile ball bearing, and homogenised using a pre-cooled TissueLyser (QIAGEN) 

machine by vigorous shaking at 30 Hz for 30 s. Some RIPA samples were cleared of insoluble 

material by centrifugation at 4 °C at 13 000 RPM for 10 min and any insoluble material discarded 

by placing supernatant in a fresh tube, stored at -20 °C until use. 

For SDS-PAGE, prepared protein lysates at the desired concentration were mixed with either 5x 

reducing or non-reducing sample buffer (625 mM Tris pH 6.8, 2 % SDS, 10 % glycerol, bromophenol 

ōƭǳŜ ҕ мнΦр ҈ ʲ-mercaptoethanol). RIPA-extracted samples were denatured by incubating at 95 °C 

for 5 min. Urea/thiourea-extracted samples were not boiled to prevent carbamoylation of samples. 

2.3.3.2 Protein quantification by Pierce BCA Protein Assay (RIPA-extracted samples) 

Protein concentration of RIPA-extracted samples was quantified using a Pierce Bicinchoninic Acid 

(BCA) Protein Assay kit, followiƴƎ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ 

Briefly, protein standards of known concentrations of BSA were prepared and 25 µl plated in 

duplicate, ranging from 0 ς 2000 µg/ml. The same volume of unknown protein samples were also 

plated in duplicate. Two hundred microlitres of working reagent at 50:1 Reagent A:Reagent B  were 

added to each standard/unknown sample and incubated at 37 °C for 30 min. Absorbance was then 

read at 562 nm in a spectrophotometer plate reader. 

For calculation of protein concentration in unknown samples, the absorbance reading from the 

control (0 µg/ml BSA) was subtracted from all standards/samples. A standard curve was prepared 

from the average values of the known BSA standards and the equation of the trendline used to 

calculate the concentration of the unknown samples via interpolation. 

2.3.3.3 Protein quantification by Pierce 660 nm assay (Urea/thiourea-extracted samples) 

Due to incompatibility of thiourea with the BCA protein assay, protein concentration of 

urea/thiourea-extracted samples was determined using the Pierce 660 nm assay following 
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ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ .ǊƛŜŦƭȅΣ мл ҡƭ ǇǊƻǘŜƛƴ ǎǘŀƴŘŀǊŘǎ ƻŦ ƪƴƻǿƴ ŎƻƴŎŜƴǘǊŀǘƛƻƴǎ ƻŦ .{! ǿŜǊŜ 

plated in duplicate from 50 ς 2000 µg/ml in a 96-well plate. The same volume of unknown protein 

samples were also plated in duplicate before adding 150 µl of protein assay reagent to each well 

containing either known or unknown samples. Samples were incubated for 5 min before reading 

absorbance at 660 nm in a spectrophotometer plate reader. Calculation of protein concentration 

in unknown samples were then carried out as in the BCA protein assay. 

2.3.3.4 Preparation of conditioned media for Western Blotting 

Cell cultures were washed twice with PBS and media replaced with serum-free medium or medium 

containing 0.2 % FCS. Media samples were collected after 24 h, unless otherwise stated, and were 

centrifuged to remove cell debris and stored at -20 °C until required. 

2.3.3.5 TCA precipitation of conditioned media 

To concentrate protein content of conditioned media samples, trichloroacetic acid (TCA) was added 

to collected samples to 5 % and left to incubate overnight at 4 °C. Samples were centrifuged at 6000 

g for 10 min at 4 °C. Supernatant was discarded and pellets transferred to microcentrifuge tubes 

and were washed twice in ice cold acetone with centrifugation at 13 000 g. Acetone was removed 

and pellets allowed to air dry before reconstituting in 1 x reducing sample buffer, followed by 

denaturation at 95 °C for 5 min. 

2.3.3.6 Protein resolution by SDS-PAGE 

Proteins were resolved using SDS-PAGE. Typically, 15-30 µg of protein, or total TCA-precipitates of 

conditioned media, were loaded onto polyacrylamide gels, with 8 or 10 % resolving gels and 5 % 

stacking gel. Samples were run alongside a well containing Spectra Multicolor Broad Range Protein 

Ladder (Pierce), a pre-stained molecular weight marker (10 kDa to 260 kDa). Gels were run at a 

constant 30 mA per gel until proteins were adequately resolved based on the protein ladder. 

2.3.3.7 Semi-dry transfer of polyacrylamide gels to PVDF 

Polyvinylidene fluoride (PVDF) membranes (Immun-blot, BIO-RAD) were activated by incubation in 

methanol for 5 min. Activated PVDF, thick filter paper (BIO-RAD) and resolving polyacrylamide gels 

were then equilibrated in semi-dry transfer buffer for 5 min before protein transfer at 15 V for 35 

min using a Transblot SD Semi-Dry Transfer Cell (BIO-RAD). 

2.3.3.8 Confirmation of transfer by Ponceau S staining 

Transfer of proteins to the PVDF membrane was confirmed by immediately incubating the PVDF 

membranes in 0.2 % Ponceau S in 5 % TCA for 10 min with rocking. Membranes were repeatedly 
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washed in ddH2O with rocking until excess Ponceau S had been removed, allowing visualisation of 

protein bands. Ponceau S was then removed by repeated washes in TBS-T until clear and then 

proceeded to blocking step. 

2.3.3.9 Immunodetection of proteins 

Depending on the antibody and samples used, membranes were blocked overnight at 4 °C or for 

two hours at room temperature in TBS-T (0.1 % Tween-20) containing either 5 % (dried, skimmed) 

milk, 5 % milk with 3 % bovine serum albumin (BSA) or 5 % BSA. Membranes were incubated with 

primary antibody diluted in blocking buffer for 2 hours at room temperature or overnight at 4 °C 

before being washed for 5 times over 60 min. Membranes were then incubated with the secondary 

antibody conjugated with horse radish peroxidase (HRP) diluted in the blocking buffer for 60 min 

at room temperature and then washed again in TBS-T four times over 30 min. Probed membranes 

were incubated in in-house ECL (0.24 % luminol, 0.0045 % coumaric acid, 0.03 % H2O2, 100 mM Tris 

HCl pH 8.5) for 1 min, which reacts with the HRP enzyme to give chemiluminescence specifically 

where the primary/secondary antibody complex is bound, and exposed to photosensitive film 

(Amersham Hyperfilm ECL, GE Healthcare) before being developed using an autoradiograph film 

processor (Xograph Healthcare). 

A full list of primary and secondary antibodies can be found in Table 2.5 and Table 2.6 respectively. 

2.3.3.10 Stripping membranes 

To re-probe membranes for different proteins, membranes were stripped using ReBlot Plus Strong 

stripping buffer (Millipore) for 15 min before blocking for 2 x 5 min in the desired blocking buffer 

and proceeding to primary antibody incubation.  
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2.3.3.11 Antibodies 

Table 2.5 ς Details of primary antibodies; WB = Western Blotting; IF = Immunofluorescence 

Target Supplier 
Product 
Code 

Host Species 
Clonality 
Isotype 

Application 
Concentration
/Dilution  

-̡Actin Abcam ab8227 Rabbit 
Polyclonal 
IgG 

WB 1:20000 

-̡catenin Abcam ab32572 Rabbit 
Monoclonal 
IgG 

WB 0.2 µg/ml 

DDR2 Abcam ab126773 Rabbit 
Monoclonal 
IgG 

WB 1:500 

FLAG 
(DYKDDDDK) 

Sigma-Aldrich F7425 Rabbit 
Polyclonal 
IgG 

WB 5 µg/ml 

FRZB Abcam ab102811 Rabbit 
Polyclonal 
IgG 

WB 5 µg/ml 

phospho- -̡
catenin 
(T41+S45) 

Abcam ab38511 Rabbit 
Polyclonal 
IgG 

WB 2 µg/ml 

RUNX2 Santa Cruz sc-10758 Rabbit 
Polyclonal 
IgG 

WB 2 µg/ml 

Type II 
Collagen 

Millipore AB2031 Rabbit  
Polyclonal 
IgG 

IF 12.5 µg/ml  

Type X 
Collagen 

Santa Cruz sc-323750 Goat  
Polyclonal 
IgG 

IF 4 µg/ml 
 

WNT5A Abcam ab174100 Rabbit 
Polyclonal 
IgG 

WB 1 µg/ml 
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Table 2.6 ς Details of secondary antibodies used. Antibody names are designated as host species, 
reactive species, conjugation. The numbers in the antibody name represent the conjugated Alexa-
Fluor® dyes, used in IF. HRP = horse radish peroxidase, used in WB. 

 

2.4 Molecular Cloning 

Molecular cloning was conducted with the kind help of Dr. Tracey Swingler (UEA). 

нΦпΦм DŜƴŜǊŀǘƛƻƴ ƻŦ ŎƻƳǇŜǘŜƴǘ 5Iрʰ ŎŜƭƭǎ 

hƴŜ Ŏƻƭƻƴȅ ƻŦ 5Iрʰ Escherichia coli cells (kindly provided by Dr. Tracey Swingler, UEA) was 

inoculated into LB broth grown at 37 °C until an optical density of 0.6 at 600 nm. Cells were chilled 

and pelleted at 4000 rpm at 4 °C and washed and resuspended twice in 0.1 M CaCl2. Resuspended 

cells were left to incubate at 4 °C for 60 min before 400 µl sterile glycerol was added per 1 ml 

aliquotted cells. Aliquots were kept at -80 °C. 

нΦпΦн ¢ǊŀƴǎŦƻǊƳŀǘƛƻƴ ƻŦ 5Iрʰ ŎŜƭƭǎ 

hƴŜ ƘǳƴŘǊŜŘ ƴŀƴƻƎǊŀƳǎ ƻŦ ǇƭŀǎƳƛŘ ǿŀǎ ǳǎŜŘ ǘƻ ǘǊŀƴǎŦƻǊƳ тл ҡƭ ƻŦ ŎƻƳǇŜǘŜƴǘ 5Iрʰ ŎŜƭƭǎΦ 

Plasmid/cell mixtures were incubated on ice for 20 min, heat shocked at 42 °C for 1 min, then 

immediately placed back onto ice for 2 miƴΦ ¢ǊŀƴǎŦƻǊƳŜŘ 5Iрʰ ǿŜǊŜ ŀƭƭƻǿŜŘ ǘƻ ǊŜŎƻǾŜǊ ƛƴ рлл ҡƭ 

antibiotic-free LB for 1 h at 37 °C before streaking onto selective LB agar plates containing 50 µg/ml 

kanamycin (Sigma-Aldrich) (for pJ201 plasmids) or 100 µg/ml ampicillin (Sigma-Aldrich) (for 

pcDNA3.1+ and pcDNA4 plasmids) and grown overnight at 37 °C. Single colonies were inoculated 

into 5 ml selective LB and grown overnight at 37 °C with shaking. 

нΦпΦо tƭŀǎƳƛŘ ƛǎƻƭŀǘƛƻƴ ŦǊƻƳ 5Iрʰ ŎŜƭƭǎ ǳǎƛƴƎ vL!D9b aƛƴƛǇǊŜǇ 

Plasmid DNA was isolated from transformed 5Iрʰ ŎŜƭƭǎ ōȅ ǳǎƛƴƎ ǘƘŜ vL!D9b vL!ǇǊŜǇ {Ǉƛƴ 

aƛƴƛǇǊŜǇ Yƛǘ ŀŎŎƻǊŘƛƴƎ ǘƻ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ .ǊƛŜŦƭȅΣ ǇŜƭƭŜǘŜŘ ŎŜƭƭǎ ǿŜǊŜ ƭȅǎŜŘ ƛƴ ŀƴ 

alkaline buffer, neutralised and adjusted to a high salt concentration to aid plasmid binding to the 

silica spin column. LyseBlue was added to the lysis buffer as a colour indicator to ensure complete 

buffer mixing. The silica membrane of the spin columns traps the plasmid DNA during centrifugation 

and a series of washes removes endonucleases and reduces the salt concentration, allowing elution 

Antibody Supplier Product Code Concentration 

Donkey anti-goat-488 Molecular Probes A-11055 4 µg/ml 

Donkey anti-rabbit-488 Molecular Probes A-21206 4 µg/ml 

Goat anti-rabbit-488 Molecular Probes A-11008 2 µg/ml 

Goat anti-rabbit-HRP Dako P0448 1:2000 ς 1:10000 



 
54 

 

in nuclease-free H2O. Plasmid concentration was determined as previously described using the 

NanoDrop system. 

2.4.4 WNT5A amplification and end modification via PCR 

WNT5A was amplified from its supplied pCMV6-XL4 vector (Origene) using primers designed to add 

IƛƴŘLLL ŀƴŘ ·ƘƻL ǊŜǎǘǊƛŎǘƛƻƴ ǎƛǘŜǎ ŀǘ ǘƘŜ рΩ ŀƴŘ оΩ ŜƴŘǎΣ ƛƴǎŜǊǘ ŀ YƻȊŀƪ ŎƻƴǎŜƴǎǳǎ ǎŜǉǳŜƴŎŜ ŀƴŘ 

remove the endogenous WNT5A stop codon (Figure 2.1). 

 

 

 

 

 

Figure 2.1 ς Primers to amplify and modify the ends of WNT5A from pCMV5-XL4 highlighting the 
extra sequences upstream and downstream of the WNT5A gene to allow insertion into 
pcDNA4:FLAG, allowing expression of the c-terminal tags. 

t/w ǿŀǎ ŎŀǊǊƛŜŘ ƻǳǘ ǳǎƛƴƎ !ŎŎǳ¢ŀǉϰ [! 5b! tƻƭȅƳŜǊŀǎŜ ό{ƛƎƳŀ-Aldrich) according to 

ƳŀƴǳŦŀŎǘǳǊŜǊΩs instructions, designed with proof-reading activity, on 100 ng plasmid with PCR 

cycling conditions described in Table 2.7. Various annealing temperatures were initially tested for 

efficiency in PCR amplification, confirmed by gel electrophoresis (data not shown). The PCR product 

ǿŀǎ ŎƭŜŀƴŜŘ ǳǇ ǳǎƛƴƎ vL!D9b aƛƴ9ƭǳǘŜ t/w tǳǊƛŦƛŎŀǘƛƻƴ ƪƛǘΣ ŀŎŎƻǊŘƛƴƎ ǘƻ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ 

instructions, and then restricted with HindIII and XhoI to reveal sticky ends to enable insertion into 

pcDNA4:FLAG, as described below, after gel purification. 

Table 2.7 ς Cycling conditions for WNT5A amplification and end-modification with AccuTaq. 

 Step Temperature (°C) Time (min:sec) 

 Initial Denaturation 95  01:00 

Cycling x35 

Denaturation 95 00:15 

Annealing 60 00:15 

Extension 72 01:00 

 Final Extension 72 07:00 

 Hold 4  

 

 



 
55 

 

 

2.4.5 Plasmid restriction 

Human WNT3A was isolated from its supplied pcDNA3.1+  plasmid (gifted from UCB, Slough) using 

HindIII + XhoI (New England Biolabs) at 37 °C for 15 min follow by 75 °C to inactivate the enzymes. 

The pcDNA4:FLAG expression vector set to receive the inserts was also restricted using the same 

enzymes. pcDNA4:FLAG was kindly provided by Dr. Vera Knäuper (Cardiff University) and is a 

ƳƻŘƛŦƛŜŘ ǾŜǊǎƛƻƴ ƻŦ ǇŎ5b!ϰп όLƴǾƛǘǊƻƎŜƴύΣ ǊŜǇƭŀŎƛƴƎ ǘƘŜ ±р ǘŀƎ ǿƛǘh an in-frame FLAG tag. 

Expressed proteins are therefore tagged with both FLAG and 6xHis at the c-terminus (Figure 2.2) 

 

  

Figure 2.2 ς pcDNA4:FLAG mammalian expression vector map ς a modified version of 

ǇŎ5b!ϰпκ±р-His A (Invitrogen) replacing the V5 epitope with an in-frame FLAG (DYKDDDDK) 

tag by Dr. Vera Knäuper (Cardiff University). Inserted genes are expressed under the PCMV 

promoter (Cytomegalovirus promoter) for constitutive expression. Transfected cells can be 

ǎŜƭŜŎǘŜŘ ŦƻǊ ǳǎƛƴƎ ǘƘŜ ½ŜƻŎƛƴϰ ǎŜƭŜŎǘƛǾŜ ŀƴǘƛōƛƻǘƛŎΦ aƻŘƛŦƛŜŘ ŦǊƻƳ LƴǾƛǘǊƻƎŜƴΦ 
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2.4.6 Fragment isolation by traditional agarose gel electrophoresis 

Restricted samples containing loading buffer were separated using agarose gel electrophoresis on 

a 1 % agarose gel (Lonza SeaKem GTG Agarose) in TBE buffer containing ethidium bromide alongside 

a DNA ladder (1 kb plus, Invitrogen) running at 120 V. 

2.4.7 Recovery of fragments from traditional agarose gel 

Bands were quickly visualised in gels using UV light and excised from the gel. DNA was recovered 

ŦǊƻƳ ǘƘŜ ƎŜƭ ǳǎƛƴƎ ǘƘŜ vL!ǉǳƛŎƪ DŜƭ 9ȄǘǊŀŎǘƛƻƴ Yƛǘ όvL!D9bύ ŀŎŎƻǊŘƛƴƎ ǘƻ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ 

instructions. Briefly, gel pieces are solubilised in a high salt buffer that allows DNA binding to the 

silica membrane of the spin columns. A series of washes by centrifugation removes impurities such 

as agarose and small DNA fragments. A reduction in salt concentration allows elution of the DNA in 

nuclease-free H2O. DNA recovery was assessed by NanoDrop. 

2.4.8 Ligation of inserts into pcDNA4:FLAG 

Isolated inserts were ligated into the pcDNA4:FLAG mammalian expression vector using T4 DNA 

ligase (Roche), incubating at 14 °C overnight  at a molar ratio of 3:1, 1:1 and 1:3 of insert:vector, 

using 50 ng vector, using the Promega BioMath equation: 

ÍÁÓÓ ÏÆ ÉÎÓÅÒÔ ÎÇ  
ÌÅÎÇÔÈ ÏÆ ÉÎÓÅÒÔ ËÂ

ÌÅÎÇÔÈ ÏÆ ÖÅÃÔÏÒ ËÂ
ÍÁÓÓ ÏÆ ÖÅÃÔÏÒ ÎÇ 

2.4.9 Screening for successful ligation 

Ligation mixtures were then transformed and cells grown as described previously. Plasmids were 

extracted and tested for the correct insert by observing the correct bands from a restriction digest 

on an agarose gel, as previously described. Plasmid samples from cultures containing the correct 

banding patterns were sequenced at Source Bioscience (Cambridge, UK) using T7 forward and bGH 

reverse primers. Received sequence information was checked by aligning with the predicted 

sequence using the BLASTN sequence alignment tool (NCBI). 
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2.4.10 Site-Directed Mutagenesis (SDM) of pcDNA4:WNT3A with QuikChange 

Lightning 

SDM was performed on pcDNA4:WNT3A using QuikChange Lightning (Agilent Technologies) to 

mutate two stop codons into two leucine residues and to put the c-terminal tags in-frame with the 

ORF (Figure 2.3). Forward and reverse primers were designed by hand, ensuring Tm җ ту ϲ/ ǳǎƛƴƎ 

the following calculation: 

Ὕ ψρȢυ πȢτρϷ'#
φχυ

ὔ
ϷÍÉÓÍÁÔÃÈ 

Where Tm is melting temperature (°C), %GC = percentage of G or C bases, and N = primer length in 

bases excluding any insertions or deletions. 

{5a t/w ǿŀǎ ǇŜǊŦƻǊƳŜŘ ǇŜǊ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΣ ǳǎƛƴƎ рл ƴƎ ǇŎ5b!пΥ²b¢о! ŀƴŘ мнр ƴƎ 

forward and reverse primers each (synthesised by Sigma-Aldrich). Cycling conditions (Table 2.8) 

were based on the size of the plasmid (~ 6 kb). 

 

 

 

Figure 2.3 ς SDM of WNT3A to mutate two endogenous Stop codons into two leucine residues and 
a two-base insertion to make c-terminal tags in-frame highlighted in bold. Reverse primer is reverse 
complementary to forward primer. 
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Table 2.8 ς PCR Cycling conditions for QuikChange Lightning SDM of pcDNA4:WNT3A 

Cycles Temperature (°C) Time (min:sec) 

1 95 02:00 

18 

95 00:20 

60 00:10 

68 06:00 (00:30/kb) 

1 68 05:00 

 

Parental/Non-mutated DNA was removed by restriction with DpnI to target methylated or hemi-

methylated DNA for 5 min at 37 °C. DpnI-treated plasmid was transformed into X40-Gold 

ultracompetent E. coli ǎǳǇǇƭŜƳŜƴǘŜŘ ǿƛǘƘ ʲ-mercaptoethanol by incubation on ice for 30 min, 

followed by heatshock at 42 °C for 30 sec before immediately plunging back into ice for 2 min. 

Transformed cells were allowed to recover for 60 min in 500 µl LB at 37 °C before spreading onto 

selective (ampicillin) LB agar plates, incubating overnight at 37 °C. Colonies were picked, grown and 

screened by sequencing as previously described to ensure successful mutation. 

2.5 Transfection in ATDC5 cells 

2.5.1 High quality plasmid purification by QIAGEN HiSpeed Plasmid Midi Kit 

Transfection-quality ǇƭŀǎƳƛŘ ǿŀǎ ŜȄǘǊŀŎǘŜŘ ŦǊƻƳ ǘǊŀƴǎŦƻǊƳŜŘ 5Iрʰ ŎŜƭƭǎ ƎǊƻǿƴ ƛƴ рл Ƴƭ [. ǳǎƛƴƎ 

ǘƘŜ vL!D9b Iƛ{ǇŜŜŘ tƭŀǎƳƛŘ aƛŘƛ Yƛǘ ǇŜǊ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ .ǊƛŜŦƭȅΣ ǇŜƭƭŜǘŜŘ ŎŜƭƭǎ ǿŜǊŜ 

lysed in an alkaline lysis buffer and neutralised. Complete homogenisation was observed by the 

addition of LyseBlue. Lysed cells are cleared of SDS precipitates by syringe filtration. Plasmid DNA 

was then precipitated by the addition of isopropanol, which allows the plasmid DNA to become 

trapped in the precipitator module and finally eluted in TE buffer. Plasmid quality and quantity was 

assessed by NanoDrop, as previously described. 

2.5.2 Plasmid linearisation and purification 

For stable transfections, plasmids were linearised at a known position to aid stable integration into 

the genome, using BglII (New England Biolabs) for 2 h at 37 °C. Successful linearisation was 

confirmed by agarose gel electrophoresis. Linearised plasmid was then purified by combining with 

equal amounts of phenol chloroform, mixed by vortex and spun down at max speed for 10 min. The 

aqueous phase containing the DNA was then transferred to a new tube before adding 3M sodium 

acetate to 10% v/v. DNA was precipitated via addition of 100% ethanol (2.5x volume), mixed by 

vortex and spun down at max speed for 10 min. Supernatant was discarded, the pellet washed in 
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70% ethanol, before spinning at max speed again for 10 min. Ethanol was then removed and the 

pellet allowed to air dry before reconstitution in nuclease-free water. 

2.5.3 Determination of optimum selective antibiotic concentration 

¢ƻ ŘŜǘŜǊƳƛƴŜ ǘƘŜ ƻǇǘƛƳǳƳ ŎƻƴŎŜƴǘǊŀǘƛƻƴ ƻŦ ǎŜƭŜŎǘƛǾŜ ŀƴǘƛōƛƻǘƛŎ ό½ŜƻŎƛƴϰΣ LƴǾƛǾƻƎŜƴύΣ ŀ ƪƛƭƭ ŎǳǊǾŜ 

was performed using 0, 200, 400, 600, 800 and 1000 µg/ml Zeocin. ATDC5 cells were plated at 2 x 

104 cells/well in a 24-well plate with zeocin-containing medium added the following day. Cells were 

then observed via phase-contrast microscopy over the following 14 days for death. The 

concentration giving complete death after 14 days was then selected for use with stable 

transfections (1000 µg/ml). 

2.5.4 Transfection with TurboFect 

Plasmid DNA was transfected into ATDC5 cells grown in monolayer until ~70 % confluent using 

TurboFect (Thermo Scientific), a cationic reagent that forms positively-charged complexes with 

DNA that allows passage through thŜ ƭƛǇƛŘ ƳŜƳōǊŀƴŜΣ ŀŎŎƻǊŘƛƴƎ ǘƻ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎΦ 

Briefly, 1 µg plasmid per 100 µl serum-free DMEM:F12 was used per millilitre of final culture 

medium volume. Plasmid diluted in serum-free medium was incubated with 2 µl TurboFect per 100 

µl DNA for 15 min at room temperature to allow positively-charged complexes to form. 

DNA/Turbofect mixture was then pipetted drop-wise onto the cells and incubated at 37 °C and left 

for up to 3 days, depending on type of transfection, described below. In all cases, transfection with 

ǇŎ5b!пΥC[!D ǿƛǘƘ ƴƻ ƛƴǎŜǊǘ όǘŜǊƳŜŘ ά±ŜŎǘƻǊ hƴƭȅέύ ǿŀǎ ǳǎŜŘ ŀǎ ŀ ŎƻƴǘǊƻƭΦ 

2.5.5 Generation of conditioned media from transiently transfected cells 

For transiently transfected cells, DNA/Turbofect-containing media were removed after five hours, 

cells washed with PBS and replaced with fresh maintenance media containing 0.2 % FCS and 

conditioned for 24 h. Collected media were centrifuged for 5 min at 800 g and filter sterilised with 

0.2 µm pore-sized Minisart filters (Sartorius). Conditioned media were kept at -20 °C until needed. 

Presence or absence of overexpressing protein was confirmed by western blotting for each batch 

of medium. 

2.5.6 Generation of Stable Clones 

For stable transfections, DNA/Turbofect-containing medium was removed after 3 days. Cells were 

washed in PBS, trypsinised, and placed into T75 culture flasks with maintenance medium 

supplemented with 1000 µg/ml Zeocin. Medium was replaced every 2-3 days, killing cells that did 

not take up the plasmid. 
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To obtain a monoclonal population, cells were seeded at 0.5 - 1 cells/well in a 96-well plate format 

and subsequently gradually passaged, with kind help from Mr. Promise Ogor (UEA), into larger 

culture dishes from 24-well plate, to 6-well plate, to T25 and finally T75 culture flasks (Nunc). Cells 

were checked periodically for expression of the transfected gene (or lack thereof in vector only 

clones) via qRT-PCR and western blotting from cell lysates and/or conditioned medium. 

2.5.7 Analysing gene expression in stable clones 

Non-induced stable clones were plated in both monolayer and micromass culture for 4 days before 

RNA extraction to examine gene expression. 

For differentiation, stable clones were plated in monolayer and micromass culture as described for 

naïve ATDC5 cells in the presence or absence of both insulin and ascorbic acid for 14 days. After 14 

days, cells were stimulated with or without 10 ng/ml OSM (R&D) and 5 ng/ml IL-мʰ όwϧ5ύ ƛƴ 

maintenance media (no insulin or ascorbic acid). 

Due to the length of time needed in some experiments to allow differentiation to occur, all 

experiments using stable clones were conducted in the presence of 1000 µg/ml Zeocin. 

2.6 Conditioned Media Stimulation 

Naïve ATDC5 cells were cultured in monolayer or micromass in the presence or absence of insulin 

and ascorbic acid as before. At day 14, cells were washed and media replaced with neat conditioned 

media generated from transiently transfected cells for 24 h before RNA or protein extraction. In 

some experiments, 10 ng/ml OSM and 5 ng/ml IL-м h were added to the conditioned media, 

stimulating the cells at the exact same time. 

2.6.1 Microarray Analysis 

RNA was extracted from stimulated cells as previously described and checked for quality (OD 

260/280 ratio between 1.68 - 2.08) by Nanodrop before sending 15 µl RNA above a minimum 

concentration of 50 ng/µl to Almac Diagnostics (Craigavon, Northern Ireland) from microarray 

analysis using the Mouse Genome 430 2.0 Affymetrix GeneChip. Each condition consisted of three 

biological replicates. All samples were confirmed to pass QC. 

Microarray results were analysed with Paul Hales at UCB Pharma LTD (Slough, UK). Results were 

normalised using GeneChip Robust Multiarray Averaging (GC-RMA) normalisation and analysed 

ǳǎƛƴƎ DŜƴŜŘŀǘŀΩǎ !ƴŀƭȅǎǘ ǎƻŦǘǿŀǊŜΦ tǊƻōŜǎ ǿƛǘƘ ŀƴ ŜȄǇǊŜǎǎƛƻƴ ǾŀƭǳŜ ƻŦ мл ƻǊ ōŜƭƻǿ ǿŜǊŜ ōŜƭƻǿ ǘƘŜ 

minimum threshold of background noise and considered to not be expressed and therefore not 
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used for subsequent analysis unless regulated to appreciable levels. Expression levels from probes 

were compared across the conditions and expressed as a fold change. Probes above an arbitrary 

cut off of 1.5 fold change with P < 0.05 by t-test and Q-Value <0.05 by Benjamini-Hochberg analysis 

were considered significant and used for subsequent analysis. Pathway analysis was carried out 

with the significantly regulated genes using the freely available DAVID Bioinformatics Resources 6.7 

(National Institute of Allergy and Infectious Diseases). 

2.7 Cell Adhesion Assay 

Cell adhesion assays were performed using a modified protocol from Messent, et al., (1998). Wells 

of a 96-well plate (Nunc) were coŀǘŜŘ ǿƛǘƘ млл ˃ƭ ƻŦ ǘƘŜ ŘŜǎƛǊŜŘ ƳŀǘǊƛȄ ŎƻƳǇƻƴŜƴǘ ŀǎ ŀōƻǾŜΣ ǘƘŜƴ 

washed with PBS and blocked with 1% heat-denatured BSA (Sigma-Aldrich) in PBS for 1 h at 4 °C. 

The wells were again washed with PBS and ATDC5 cells plated at 6 x 104 ŎŜƭƭǎκǿŜƭƭ ƛƴ млл ˃ƭ ǎŜǊǳƳ-

free maintenance medium. Cells were allowed to adhere for 60 min at 37 °C, then unattached cells 

were flicked off and wells washed with warmed serum-free maintenance medium. Adhered cells 

were fixed in 70% ethanol at room temperature for 10 min and staineŘ ǿƛǘƘ млл ˃ƭ м҈ ƳŜǘƘȅƭŜƴŜ 

blue in 0.01M borate buffer (pH 8.5) for 30 min. Excess dye was washed off and adhered cells were 

lysed with EtOH/0.1M HCl (1:1) for 10 min with shaking and absorbance read at 630 nm with a 

multiwell plate-reader. The average absorbance for adhesion to BSA was subtracted from each 

value of adhesion to the matrix components, and these new values were expressed as an average 

per condition, with the amount of absorbance from the released methylene blue being proportional 

to the number of cells that adhered to the matrix substrate. 

2.8 Random Cell Migration Assay 

Random cell migration assays were performed essentially as described in (Murray, et al., 2013). In 

brief, undifferentiated ATDC5 cells were plated at the desired concentration on matrix-coated 

plates in maintenance medium containing 0.2 % FCS and allowed to adhere for three hours in a 

humidified incubator at 37 °C with 5% CO2. Cell stimulated with either neat WNT3A, WNT5A or 

Vector Only conditioned media from transiently-transfected cells, and/or stimulated with cytokines 

(10 ng/ml OSM and 5 ng/ml IL-мʰύ ǿŜǊŜ ŘƻƴŜ ǎƻ ŀŦǘŜǊ ǘƘŜǎŜ ǘƘǊŜŜ ƘƻǳǊǎΦ tƭŀǘŜŘ ŎŜƭƭǎ ǿŜǊŜ 

transferred to a motorised stage within a controlled, humidified environment at 37 °C with 5 % CO2. 

Images were taken every 10 min for 17 h with AxioVision software (Zeiss) using a monochrome 

AxioCam MRm camera (Zeiss) attached to a widefield, Axiovert 200M inverted light microscope 

ό½ŜƛǎǎύΦ /Ŝƭƭ ƳƛƎǊŀǘƛƻƴ ǿŀǎ Ƴŀƴǳŀƭƭȅ ǘǊŀŎƪŜŘ ǳǎƛƴƎ ǘƘŜ Ψaŀƴǳŀƭ ¢ǊŀŎƪƛƴƎΩ ǇƭǳƎƛƴ όCΦ /ƻǊŘŜƭƛŝǊŜǎΣ 
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Institute Curie, France) for ImageJ (National Institutes of Health), and expressed as the average cell 

speed in µm/h. 

2.9 Micromass Inverted Invasion Assay 

Micromass inverted invasion assays were carried out using a modified protocol from Hennigan, et 

al. (1994). ATDC5 micromass cultures were plated in the standard 10 µl droplets at 2 x 107 cells/ml 

but onto the top of 6.5 mm 8 µm pore transwells placed into 24 well plates (Corning Life Sciences) 

and allowed to adhere for two hours before flooding with 1 ml insulin- and ascorbic acid-containing 

differentiation medium, allowing the differentiation medium to flood both the top chamber and 

the bottom chamber, covering both sides of the transwell membrane. Micromass cultures were 

differentiated for 14 days, carefully replacing the medium every 2-3 days, as before.  

After 14 days, micromass cultures were washed in PBS and stimulated in maintenance medium 

containing 0.2 % FCS with or without the addition of 10 ng/ml OSM and 5 ng/ml IL-мʰ ŦƻǊ пу ƘΦ !ŦǘŜǊ 

48 h, micromass cultures were washed in PBS and fixed in ice cold methanol at -20 °C for 5 min. 

Micromass cultures were then washed in PBS and warm 0.2 % FCS-containing maintenance medium 

before inverting the transwells and plating 100 µl non-induced (undifferentiated) ATDC5 cells at 1 

x 106 cells/ml on the underside of the transwell membrane in standard 5 % FCS-containing 

maintenance medium. Cells were allowed to adhere for 3 hours before inverting again to place the 

transwells the right way up and washing the base containing the freshly-adhered live ATDC5 

chondroprogenitor cells in 0.2 % FCS-containing maintenance medium. Transwells were then 

placed into wells containing 1 ml  Vector Only conditioned medium and 200 µl chemoattractant 

(WNT5A conditioned medium) was placed in the top chamber, or control medium (Vector Only 

conditioned medium). In one experiment, 0.2 µg/ml commercial WNT5A (R&D Systems, kind gift 

from Dr. Victoria Sherwood, UEA) was used or carrier control (from 0.1 % BSA stock). Concentration 

of commercial WNT5A used was based on Ekstrom, et al. (2011) which inhibited WNT3A-mediated 

canonical WNT signalling. Cells were allowed to invade for 48 h before culture media were replaced 

ǿƛǘƘ м Ƴƭ п ˃a ŎŀƭŎŜƛƴ-!a ŀƴŘ п ˃a ŜǘƘƛŘƛǳƳ ƘƻƳƻŘƻƳŜǊ-1 to stain live or dead cells respectively. 

A diagram of this set-up can be found in Figure 2.4. 

Transwells were then imaged using a Leica TCS SP2 UV confocal microscope with an inverted Leica 

DM IRE2 stand taking images every 2 µm to form a Z-stack. The bottom of the transwells were 

wiped after confirming the presence of adhered cells before imaging the Z-stack. The first image 

was taken from the wiped underside and analysis was carried out using images 10 µm from the 

starting position, which equated to the thickness of the membrane. Images were analysed using 
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Volocity (PerkinElmer) and expressed as the average number of invading cells per field of view from 

three fields of view per transwell across two transwells (n=6). 

  A 

B 

C 

Figure 2.4 ς Micromass inverted invasion assay schematic. A) ATDC5 micromass cultures are 
plated onto transwell inserts and stimulated with insulin and ascorbic acid to induce 
differentiation for 14 days before media removed and replaced with maintenance media 
supplemented with or without 5 ng/ml IL-мʰ ŀƴŘ мл ƴƎκƳƭ h{a ŦƻǊ пу ƘƻǳǊǎΦ .ύ aƛŎǊƻƳŀǎǎŜǎ ŀǊŜ 
fixed in methanol and live undifferentiated ATDC5 cells plated underneath the transwell. A 
chemoattractive gradient is established by adding the chemoattractant (WNT5A) to the top well 
and the control condition in the bottom well for 48 hours. C) Wells are flooded with calcein AM 
(green) and ethidium homodimer-1 (red) to stain for live and dead cells respectively before 
imaging with a confocal microscope. 

 



 
64 

 

2.10 Statistical Analysis 

{ǘŀǘƛǎǘƛŎŀƭ ŀƴŀƭȅǎƛǎ ǿŀǎ ǇŜǊŦƻǊƳŜŘ ǳǎƛƴƎ ŜƛǘƘŜǊ {ǘǳŘŜƴǘΩǎ ƛƴŘŜǇŜƴŘŜƴǘ ǎŀƳǇƭŜ t-test, or one-way 

ANOVA with Tukey post-hoc test, unless otherwise stated, using SPSS software (IBM). Unless 

otherwise stated, statistical analyses are only shown between conditions where only one factor has 

ŎƘŀƴƎŜŘΦ !ƭƭ ŜǊǊƻǊ ōŀǊǎ ǊŜǇǊŜǎŜƴǘ ǎǘŀƴŘŀǊŘ ŜǊǊƻǊ ƻŦ ǘƘŜ ƳŜŀƴ ό{9aύΦ ¢ƘŜ ǘǊŀŘƛǘƛƻƴŀƭ ΨǎǘŀǊΩ ǎȅǎǘŜƳ 

was used to represent statistical significance, depending on P value as shown below: 

*  лΦлм ғ t Җ лΦлр 

**  лΦллм ғ t Җ лΦлм 

***  лΦлллм ғ t Җ лΦллм 

****   t Җ лΦлллм 
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Chapter 3 

Enhancing and Maintaining the Chondrocytic Phenotype in 

ATDC5 cells by Physiologically-Relevant Culturing 

Chapter 3 ς Enhancing and Maintaining the Chondrocytic Phenotype in ATDC5 cells by Physiologically-

Relevant Culturing 
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3.1 Introduction 

3.1.1 Mesenchymal Stem Cells and the ATDC5 chondrogenic differentiation model 

Cartilage is a notable tissue for its extensive extracellular matrix. Chondrocytes and their precursors, 

the only cell types resident within cartilage, comprise < 5 % of the total cartilage volume (Poole, et 

al., 2002). Therefore due to the limited number obtainable from cartilage samples, and with 

difficulty in maintaining a differentiated phenotype, MSCs (which have the ability to differentiate 

into chondrocytes as well as other lineages), along with chondrogenic cell lines, are widely used as 

an attractive alternative (Demoor, et al., 2014). 

The ATDC5 chondrogenic cell line, originally described by Atsumi, et al., (1990), is a murine 

chondrogenic precursor derived from the AT805 embryonic teratocarcinoma. ATDC5 cells plated in 

monolayer can readily and reproducibly undergo chondrogenesis with insulin stimulation, 

producing aggregates rich in cartilage-associated matrix proteins, and can be maintained and 

subcultured in its undifferentiated state in the absence of insulin (Atsumi, et al., 1990). ATDC5 cells 

may also be stimulated to undergo hypertrophic differentiation and mineralisation, enabling 

observations over the full spectrum of chondrogenesis from the initial condensation stages and 

chondrocyte maturation, to processes associated with endochondral ossification (Shukunami, et al., 

1997). They have also been shown to be transfectable (Morimoto & Obinata, 2011; Kawai, et al., 

2012; Caron, et al., 2013; Kobayashi, et al., 2013). Taken together, these traits made the ATDC5 cell 

line an attractive cell line to study chondrogenesis, which can be genetically manipulated, and to 

provide a ready source of chondrocytes that can produce extensive extracellular matrix. 

3.1.2 Chondrocytes and physiologically relevant culturing conditions 

It has been long established that primary chondrocytes rapidly de-differentiate upon isolation and 

expansion using traditional in vitro culturing methods, down-regulating chondrocytic genes, such 

as COL2A1 (which encodes type II collagen), and up-regulating more fibroblastic genes, such as 

COL1A1 όǿƘƛŎƘ ŜƴŎƻŘŜǎ ǘƘŜ ʰ1 chain of type I collagen) (Stokes, et al., 2001). Re-differentiation of 

chondrocytes can occur when isolated chondrocytes are grown using physiologically-relevant 

culturing systems that, for example, allow them to regain their spherical shape that occurs naturally 

in vivo and to regain their cell-cell and cell-matrix interactions in all three dimensions. One such 

system is the high-density micromass culture, originally established to induce the chondrogenic 

differentiation of isolated chick limb bud cells (Ahrens, et al., 1977), which has subsequently been 

used extensively and routinely for the chondrogenic differentiation of MSCs (Bobick & Cobb, 2012; 
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Diaz-Mendoza, et al., 2014; Juhasz, et al., 2014) and the re-differentiation of primary chondrocytes 

and chondrocyte cell lines (Schulze-Tanzil, et al., 2002; Banu & Tsuchiya, 2007; Greco, et al., 2011). 

3.1.3 Chondrocytes and Ascorbic Acid 

Ascorbic acid is an essential co-factor in collagen biosynthesis for the prolyl- and lysyl- hydroxylase 

enzymes to produce hydroxyproline and hydroxylysine, stabilising the triple helical collagen 

structure and forming intermolecular cross-links respectively (Murad, et al., 1981; Pinnell, 1985). 

The use of ascorbic acid in the chondrogenic differentiating medium of mesenchymal stem cells is 

well-established (Tropel, et al., 2004; Spagnoli, et al., 2005; Taipaleenmaki, et al., 2008; Markway, 

et al., 2010), and the ability for ascorbic acid to induce chondrogenic differentiation of ATDC5 cells 

in monolayer in the absence of insulin has previously been shown (Temu, et al., 2010). However, it 

remains unknown whether ATDC5 differentiation may be enhanced by the combination of ascorbic 

acid with micromass culture, and this is investigated in this study. 

3.1.4 Cartilage Phenotypes 

Several different types of cartilage exist within the body, with hyaline cartilage produced in 

developing joints. Hyaline cartilage may also be further subdivided depending on its characteristics 

and location with the body, providing different functions depending on the type. At the ends of 

articulating joints, articular cartilage provides joints with near-frictionless movement and cushions 

the joints from impact. Loss of articular cartilage during osteoarthritis increases friction and joint 

stiffness, resulting in pain. Growth plate cartilage on the other hand, undergoes hypertrophic 

differentiation in a process called endochondral ossification, which becomes mineralised and 

replaced with bone to form and elongate the bone. Articular cartilage and growth plate cartilage 

are therefore two different types of hyaline cartilage which serve different functions within the 

joint, whereby different genes are regulated to provide the two different phenotypes. It is therefore 

important to ascertain the type of cartilage produced by in vitro culture. 

3.1.5 Aims 

It was hypothesised that the combined use of ascorbic acid and micromass culture would enhance 

insulin-induced chondrogenic differentiation in ATDC5 cells. Whilst ATDC5 cells have been cultured 

in micromass before, the beneficial effects over monolayer culture were not investigated and so 

comparisons were also made with the use of micromass culture compared to monolayer, as well as 

the addition of ascorbic acid. Further to this, the resulting cartilage phenotypes of differentiated 

ATDC5 cells under these conditions were also investigated to ascertain the biological relevance for 

future studies. 
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3.2 Results 

3.2.1 Selection of an appropriate housekeeping gene for qRT-PCR analysis 

To investigate changes in gene expression during the course of chondrogenesis, qRT-PCR analysis 

was used. To achieve this, a geNorm analysis was first used to identify a suitable housekeeping gene 

from a selection of 12 genes that would not alter expression across the various chondrogenic 

conditions being investigated, which has not been reported for this experimental set up previously. 

More specifically, geNorm analysis was performed on ATDC5 cells grown in both monolayer and 

micromass cultures and stimulated with or without insulin to induce chondrogenesis for 14 days, 

before RNA extraction. For more detail, please see section 2.1.2 and 2.2.4. Results showed that 

Actb, Ywhaz, Atp5b, Cyc1, Rpl13a, 18S and Gapdh were all suitable housekeeping genes for non-

induced or insulin-induced ATDC5 cells in either monolayer or micromass cultures (Figure 3.1), with 

Ywhaz and 18S being used in future experimeƴǘǎ ǘƻ ƴƻǊƳŀƭƛǎŜ ƎŜƴŜ ŜȄǇǊŜǎǎƛƻƴΣ ŀƴŘ ʲ-actin 

(encoded by Actb) being used as a loading control in subsequent western blot experiments. 

  

Figure 3.1 ς Identifying suitable housekeeping genes that do not significantly alter expression 

during chondrogenic culture of ATDC5 cells via geNorm analysis. geNorm analysis performed 

on ATDC5 cells grown in monolayer or micromass in duplicate stimulated with or without insulin 

for 14 days. Genes with an M value below 0.5 were deemed acceptable for use as housekeeping 

genes. Line graph produced from geNorm M analysis using qbasePLUS software. Experiment 

performed once. 



 
69 

 

3.2.2 Time course of gene expression during ATDC5 differentiation 

To investigate gene expression changes over the course of differentiation, ATDC5 cells were 

cultured in micromasses induced to differentiate with insulin, stimulated with and without ascorbic 

acid for 7, 14 or 21 days, and compared with culture in monolayer or undifferentiated controls. 

Steady-state mRNA levels were examined by qRT-PCR analysis and preliminary results from one 

experiment are shown (Figure 3.2-3.5). Col2a1, Frzb, Tgfb1, Tgfb3, Col10a1, Alpl and Runx2 mRNA 

expression were analysed due to their roles in chondrogenesis, as well as articular and hypertrophic 

differentiation. Only significant statistical differences relating to time in culture are shown. No RNA 

(NR) was recoverable from the insulin-induced, ascorbic acid-stimulated, 21 day time-point 

monolayer condition as this condition peeled off and died before the end of the experiment. 

Expression of Col2a1, the major marker of chondrocytes which encodes type II collagen, was 

increased with increasing time in micromasses induced to differentiate with insulin (hereafter 

referred to as insulin-induced) (Figure 3.2 A). Frzb expression, a secreted wnt antagonist and a 

marker of articular differentiation, was also increased in a similar fashion in insulin-induced 

micromasses (Figure 3.2 B). Expression of Tgfb1 was largely up-regulated in insulin-induced 

micromasses (Figure 3.3 A), whilst Tgfb3 was largely unchanged with regards to time in culture 

(Figure 3.3 B). Col10a1, which encodes the hypertrophy-associated type X collagen, displayed 

increased expression with respect to time in insulin-induced micromasses (Figure 3.4 A). Similarly, 

levels of Alpl, which encodes the mineralising enzyme, alkaline phosphatase (Liver/Bone/Kidney), 

also increased with respect to time in differentiating micromass cultures. However, it was increased 

in other conditions stimulated with ascorbic acid in both monolayer and micromass cultures (Figure 

3.4 B). Interestingly, Runx2 expression, the major transcription factor driving hypertrophy, 

remained unchanged with respect to time in insulin-induced cultures, but was significantly up-

regulated after 21 days in culture in micromasses that had not been induced to undergo 

chondrogenesis with insulin (hereafter referred to as non-induced) (Figure  3.5).  

Based on these results, further experiments were performed at the 14 day culture time point, 

minimising any potentential hypertrophy whilst still providing adequate chondrogenic 

differentiation. This also allowed analysis across all culturing conditions as monolayer cultures 

induced with insulin and stimulated with ascorbic acid die before day 21 from overgrowth. 
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Figure 3.2 ς Gene expression regulation of articular cartilage markers during ATDC5 
differentiation. Steady-state mRNA levels of Col2a1 (A) and Frzb (B) were analysed after 7, 14 
and 21 days of culture in monolayer or micromass, stimulated with or without insulin or 
ascorbic acid, normalised to Ywhaz housekeeping gene. Preliminary experiment performed 
once ς time course data not repeated. Statistical analyses performed and shown in relation to 
time only. NR = No RNA obtained from samples because of cell death. ND = Not detected. CT 
values can be found in Appendix Table S3.1 
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Figure 3.3 ς DŜƴŜ ŜȄǇǊŜǎǎƛƻƴ ǊŜƎǳƭŀǘƛƻƴ ƻŦ ǘƘŜ ¢DCʲ ŦŀƳƛƭȅ ŘǳǊƛƴƎ !¢5/р ŘƛŦŦŜǊŜƴǘƛŀǘƛƻƴ. 
Steady-state mRNA levels of Tgfb1 (A) and Tgfb3 (B) were analysed after 7, 14 and 21 days of 
culture in monolayer or micromass, stimulated with or without insulin or ascorbic acid,, 
normalised to Ywhaz housekeeping gene. Preliminary experiment performed once ς time 
course data not repeated. Statistical analyses performed and shown in relation to time only. 
NR = No RNA obtained from samples because of cell death. CT values can be found in Appendix 
Table S3.2 
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Figure 3.4 ς Gene expression regulation of hypertrophic markers during ATDC5 
differentiation. Steady-state mRNA levels of Col10a1 (A) and Alpl (B) were analysed after 7, 
14 and 21 days of culture in monolayer or micromass, stimulated with or without insulin or 
ascorbic acid, normalised to Ywhaz housekeeping gene. Preliminary experiment performed 
once ς time course data not repeated. Statistical analyses performed and shown in relation to 
time only. NR = No RNA obtained from samples because of cell death. ND = not detected. CT 
values can be found in Appendix Table S3.3 
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Figure 3.5 ς Gene expression regulation of hypertrophic transcription factor Runx2 during 
ATDC5 differentiation. Steady-state mRNA levels of Runx2 were analysed after 7, 14 and 21 
days of culture, in monolayer or micromass, stimulated with or without insulin or ascorbic 
acid, normalised to Ywhaz housekeeping gene. Preliminary experiment performed once ς time 
course data not repeated. Statistical analyses performed and shown in relation to time only. 
NR = No RNA obtained from samples because of cell death. CT values can be found in Appendix 
Table S3.4 
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3.2.3 Morphological differences and visual observations between different ATDC5 

culturing conditions 

Changes in cell morphology were observed during the 14 day culture period of  non-induced ATDC5 

cells cultured in monolayer or micromass compared to chondrogenic induction with insulin (insulin-

induced) and stimulated with or without ascorbic acid for the same time period (see section 2.1.2). 

In monolayer cultures, non-induced cells were flat and in a confluent sheet, which did not seem to 

change upon addition of ascorbic acid (Figure 3.6 A-B). Upon insulin induction, cells became smaller, 

rounder and more condensed, forming aggregates termed cartilage-like nodules (Figure 3.7), which 

were surrounded by larger, non-aggregating cells, suggesting a mixed population of cell 

morphologies. This was regardless of the stimulation with or without ascorbic acid as seen by the 

lack of differences seen between Figures 3.6 C and D which display regions absent of these 

aggregates. However, these aggregates were numerous when stimulated with ascorbic acid when 

observed at lower magnifications or with the naked eye.  

In non-induced micromass cultures, after 14 days, cells were flat and resembled monolayer cultures 

in appearance under the microscope (Figure 3.6 E-F). The central micromass in non-induced 

cultures became hard to see with naked eye with time, but was slightly more evident with addition 

of ascorbic acid. In contrast, insulin-induced micromass cultures were very evident by the naked 

eye. Cells were very condensed across the entirity of the central micromass (Figure 3.6 G-H) 

indicating a more uniform population of differentiated cells compared to insulin-induced 

monolayer cultures. Finally, addition of ascorbic acid had no discernable effect on cell morphology 

in insulin-induced micromasses, although the vast majority of cells are largely obscured by the sheer 

density of the produced matrix when cultures had been treated with insulin (Figure 3.6 G-H). 
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Figure 3.6 ς Morphological changes during ATDC5 differentiation. ATDC5 cells were grown 
for 14 days in monolayer or micromass culture, stimulated with or without insulin (to induce 
differentiation) and stimulated with or without ascorbic acid. Images were taken at random 
locations within the wells using a phase contrast microscope at 10x mag. No differences are 
observed at this magnification between stimulation with or without ascorbic acid. Cartilage-
like nodules are not visible in the monolayer images (please see Figure 3.7 for an example at 
the same magnification to highlight the feature). Images of experiment taken once but 
observations made >5 times. Scale bar = 100 µm 



 
76 

 

  
Figure 3.7 ς Cartilage-like nodule of ATDC5 cells. Aggregates formed in insulin-induced ATDC5 
cells culture in monolayer, surrounded by non-aggregating cells. Image taken after 14 days 
induction by phase contrast microscopy at 10x magnification. Image taken from same 
experiment as in Figure 3.6 at the same magnification and resolution, but focussing directly 
on a cartilage-like nodule not visible in Figure 3.6. Scale bar = 100 µm 
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3.2.4 Ascorbic Acid enhances proteoglycan deposition in both monolayer and 

micromass cultures 

Fixed cultures of ATDC5 cells grown for 14 days with and without insulin induction and ascorbic acid 

stimulation were stained with Alcian Blue to visualise proteoglycan deposition (see 2.3.1). Little 

staining was observed in monolayer cultures which were not induced to differentiate with insulin 

or stimulated with ascorbic acid (Figure 3.8 A). Little staining was also observed in non-induced 

micromass cultures (Figure 3.8 E), consistent with the morphological changes seen by phase 

contrast microscopy (Figure 3.6 E). This result suggests that micromass culture alone is not enough 

to stimulate chondrogenesis of ATDC5 cells. 

Addition of ascorbic acid to both non-induced monolayer and micromass cultures resulted in slight 

staining with Alcian Blue (Figure 3.8 B+F), but this was not deemed significant upon release of the 

dye (Figure 3.9), indicating that ascorbic acid stimulation alone was unable to significantly induce 

proteoglycan deposition, and thus chondrogenesis.  

Induction of chondrogenesis with insulin in monolayer cultures resulted in cartilage-like nodules 

that stained deeply with Alcian Blue (Figure 3.8 C), consistent with the original ATDC5 report 

(Atsumi, et al., 1990). Large areas in these cultures which did not stain with Alcian Blue indicate 

areas of cells which presumably did not deposit proteoglycan, suggesting a mixed population was 

observed of differentiated and undifferentiated cells, consistent with the mixed cellular 

morphologies observed by phase contrast microscopy. Quantification of Alcian Blue staining by 

measuring the absorbance of the Alcian Blue, released from the cultures by guanidine 

hydrochloride, revealed a significant increase in staining with the addition of ascorbic acid to 

monolayer cultures (Figure 3.9), however, the heterogeneity of the cell population remained 

(Figure 3.8 D). In contrast, insulin-induced micromass cultures were homogenously stained with 

Alcian Blue, suggesting a more uniform population of cells within it (Figure 3.8 G+H). Culture in 

micromass, regardless of the presence or absence of ascorbic acid, significantly increased Alcian 

Blue staining compared to their monolayer counterparts. Addition of ascorbic acid further 

increased the amount of Alcian Blue staining compared to insulin-induced micromass cultures 

(Figure 3.9) resulting in deeper staining of the central micromass, surrounded by a greater halo of 

stained matrix produced by migrated, differentiated cells (Figure 3.8 H).  

These findings indicate that both culture in three-dimensional micromasses and stimulation of 

ascorbic acid can enhance insulin-induced differentiation of ATDC5 cells, but cannot significantly 

induce chondrogenesis without the addition of insulin after 14 days of culture. 
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Figure 3.8 ς Alcian Blue staining comparison during differentiation of ATDC5 cells after 14 
days in monolayer and micromass stimulated with or without insulin or ascorbic acid. 
Samples were fixed in ice cold methanol before staining with Alcian Blue. Alcian Blue staining 
represents proteoglycan deposition, an indicator of chondrogenesis. Representative 
experiment from four repeats shown. Scale bar = 1 mm. 
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Figure 3.9 ς Quantification of Alcian Blue staining. Alcian Blue staining (seen in Figure 3.8) was 
released by 8 M Guanidine Hydrochloride and read at 630 nm in a spectrophotometer. Due to 
different number of cells input at the start of the culture between monolayer and micromass 
conditions, results are shown as a fold change relative to either monolayers or micromasses not 
induced to differentiate with insulin or stimulated with ascorbic acid. Experiment performed 
four times showing highly consistent results among 3 experiments, with representative data 
shown. 

* = significant compared to Monolayer. 
Ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ !ǎŎƻǊōƛŎ !ŎƛŘΦ  
ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇared to No Insulin 
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3.2.5 The effect of micromass culture and ascorbic acid stimulation on gene 

expression of ATDC5 cells for 14 days 

To identify the individual and synergistic effects of ATDC5 culture in micromass and stimulated with 

ascorbic acid, gene expression analysis was carried out after the chosen 14 day culture period on 

genes known to be related to chondrogenesis and cartilage phenotype. This experiment was 

repeated 3 times and the most representative example of each gene shown. 

3.2.5.1 Chondrogenesis/Articular Differentiation 

Col2a1 expression was significantly increased after 14 days of culture using the traditional culturing 

method, as expected. This was significantly increased upon induction with insulin when put into 

micromass culture, and even further increased when combined with ascorbic acid stimulation 

(Figure 3.10 A). Without chondrogenic induction with insulin, Frzb was not expressed to appreciable 

levels consistently (CT җ орύΦ ¦Ǉƻƴ ƛƴǎǳƭƛƴ ƛƴŘǳŎǘƛƻƴΣ Frzb was expressed, which was significantly 

increased in micromass culture when compared to monolayer culture, regardless or ascorbic acid 

stimulation (Figure 3.10 B). Conversely, an overall trend towards a reduction of Grem1 (gremlin-1) 

expression was observed with increasing chondrogenesis with an additional decrease in expression 

due to micromass culture in non-induced cells (Figure 3.10 C). A significant increase in Tgfb1 

expression was seen upon the induction of chondrogenesis with insulin in micromass cultures in 

the presence of ascorbic acid compared to non-induced micromass cultures in the presence of 

ascorbic acid. In two of three experiments, addition of ascorbic acid also trended towards an 

increase in Tgfb1 expression in insulin-induced micromass cultures compared to insulin-induced 

micromass cultures without ascorbic acid (Figure 3.10 D). Tgfb1 expression in monolayer cultures 

was not consistent between three experiments and so not shown. 

Levels of Acan mRNA, which encodes the core protein of aggrecan, could not be detected to any 

appreciable level (CT җ орύΣ ŀƭƻƴƎ ǿƛǘƘ Wnt3a, Wnt5a, Dkk3 and Col9a1 (type IX collagen), although 

known positive controls were not tested for these assays (data not shown). 
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Figure 3.10 ς Changes in expression of various chondrogenic/articular markers during ATDC5 
chondrogenesis. Normalised steady-state mRNA expression levels of Col2a1 (A), Frzb (B), Grem1 
(C) and Tfb1 (D) were measured after 14 days of culture in monolayer or micromass, stimulated 
with or without insulin or ascorbic acid. Experiment performed three times and representative 
experiments are shown. Only data for micromass cultures shown for Tgfb1 due to inconsistent 
regulation in monolayer cultures. ND = not detected. CT values may be found in Appendix Table 
S3.5  

* = significant compared to Monolayer. 
Ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ !ǎŎƻǊōƛŎ !ŎƛŘΦ  
ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ Lƴǎǳƭƛƴ 
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3.2.5.2 Hypertrophic Differentiation/Mineralisation 

In two out of three experiments, Col10a1 expression was barely detected in non-induced cells, 

becoming expressed with insulin induction when combined with culture in micromass and/or 

stimulation with ascorbic acid, with a signficiant increase with the combination of micromass 

culture and ascorbic acid stimulation when compared to either micromass culture or ascorbic acid 

stimulation alone in insulin-induced cells (Figure 3.11 A). However, in one out of the three 

experiments, no Col10a1 expression could be detected (data not shown).  

Ddr2 expression was seen to be decreased upon insulin-induction of ascorbic acid-stimulated cells 

and was down-regulated in non-induced micromass cultures compared to non-induced monolayer 

cultures. Expression did not change in micromass cultures upon insulin induction or ascorbic acid 

stimulation (Figure 3.11 B). 

Runx2, the major transcription factor driving hypertrophic differentiation, was not significantly 

regulated by any condition (Figure 3.11 C). 

In two out of three experiments, Alpl, which encodes the liver/bone/kidney form of alkaline 

phosphatase, was significantly up-regulated upon insulin-induction of ascorbic acid-stimulated 

monolayer cells and micromass cultures in the absence of ascorbic acid. Alpl was also up-regulated 

in insulin-induced micromass cultures in the absence of ascorbic acid compared to monolayer and 

up-regulated in the presence of ascorbic acid in insulin-induced monolayer cells (Figure 3.11 D).  

Tgfb3 was down-regulated upon insulin induction of both monolayer and micromass cultures. 

Micromass culture also significantly down-regulated Tgfb3 expression in non-induced cells. 

Ascorbic acid stimulation did not significantly alter Tgfb3 expression, although a clear trend towards 

down-regulation is seen with increasing differentiation (Figure 3.11 E).  
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Figure 3.11 ς Changes in gene expression related 
to hypertrophic differenation during ATDC5 
differentiation. Normalised steady-state mRNA 
expression levels of Col10a1 (A), Ddr2 (B), Runx2 
(C), Alpl (D) and Tgfb3 (E) were measured after 14 
days of culture in monolayer or micromass, 
stimulated with or without insulin or ascorbic acid. 
Experiment performed three times and 
representative experiments are shown. ND = not 
detected. CT values may be found in Appendix 
Table S3.6  

* = significant compared to Monolayer. 
Ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ !ǎŎƻǊōƛŎ !ŎƛŘΦ  
ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ Lƴǎǳƭƛƴ 
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3.2.5.3 CCN Growth Factors 

Of the CCN family of growth factors, expression of Cyr61 and Ctgf were readily detected. Expression 

of Cyr61 was significantly decreased upon chondrogenic induction with insulin in monolayer 

cultures in the presence of ascorbic acid. A similar trend was seen in micromass cultures, although 

this did not reach significance. Culture in micromass had no effect on the regulation of Cyr61 in 

comparison to monolayer (Figure 3.12 A).  

In contrast, micromass culture significantly down-regulated Ctgf expression in non-induced cells 

(Figure 3.12 B). Ctgf expression was also down-regulated upon insulin induction of monolayer 

cultures. The reduced levels of Ctgf expression in micromass cultures were not modulated by insulin 

induction or ascorbic acid stimulation. Interestingly, ascorbic acid stimulation significantly up-

regulated Ctgf expression in non-induced monolayer cells (Figure 3.12 B). Expression of Nov, Wisp1 

and Wisp2 were not consistent across experiments. Wisp3 was not detected in any experiment 

(data not shown). 

  

Figure 3.12 ς Changes in CCN gene expression during ATDC5 differentiation. Normalised 
steady-state mRNA expression levels of Cyr61 (A) and Ctgf (B) were measured after 14 days of 
culture in monolayer or micromass, stimulated with or without insulin or ascorbic acid. 
Experiment performed three times and representative experiments are shown. CT values may 
be found in Appendix Table S3.7  

* = significant compared to Monolayer. 
Ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ !ǎŎƻǊōƛŎ !ŎƛŘΦ  
ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ bƻ Lƴǎǳƭƛƴ 
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3.2.6 Type X Collagen is immunolocalised to a restricted region within the centre of 

micromasses 

Despite an increase in the articular marker Frzb, Col10a1 mRNA expression, a hypertrophic marker, 

was also increased with increasing chondrogenesis. To elucidate whether the majority of the 

culture was undergoing hypertrophic differentiation or whether this was restricted to particular 

cells/regions, type X collagen protein expression was explored by immunocytochemistry alongside 

type II collagen expression on fixed cells that had been cultured using the same conditions 

described above. In insulin-induced  monolayer and micromass cultures stimulated with ascorbic 

acid, very little type X collagen protein was detected, and only in one of two experiments. Detected 

type X collagen protein was largely found to be restricted to within the centre of the micromass, 

which mainly appeared to be localised close to possibly the cell surface, although no cell surface or 

PCM marker was used to confirm this (Figure 3.13). LƴǘǊƛƎǳƛƴƎƭȅΣ ƴƻ ǘȅǇŜ · ŎƻƭƭŀƎŜƴ ǇƻǎƛǘƛǾŜ άǊƛƴƎǎέ 

were found in monolayer cultures (Figure 3.14). Although Col10a1 mRNA levels increased with 

increasing chondrogenesis, these results suggest little hypertrophic differentiation. 

In contrast to type X collagen, type II collagen protein was highly expressed in the interstitial matrix 

throughout the entirity of the cartilage-like nodules in monolayer culture and the micromass (Figure 

3.13). Interestingly, culture in monolayer gave rise to a higher average fluorescence intensity of 

type II collagen compared to micromass culture (Figure 3.15). However, this is based from one 

experiment with only two fields of view from one culture per condition. Although a second 

experiment was performed, quantifiable analysis cannot be carried as some samples cannot be 

normalised due to a lack of no primary control as they were destroyed accidentally during handling 

during the staining process due to their delicate nature. As such, further repeats with additional 

fields of view per well and additional wells per condition are necessary to confirm this finding 

statistically. 

  



 
 

 

 

  

Figure 3.13 ς Optical sections of differentiated monolayer and micromass cultures 
immunostained for Type II Collagen and Type X Collagen. Cells were differentiated with 
insulin in the presence of ascorbic acid for 14 days in monolayer or micromass culture. Optical 
sections were taken using laser confocal microscopy for either Type II Collagen or Type X 
Collagen (both white). Nuclei were stained using DAPI (cyan). Monolayer images shown 
represent cartilage-like nodule. Cartoon representation of micromass highlights the location 
of the sections shown. Orange = cross section. Blue = sagittal section derived computationally 
from multiple images in the xy plane along the z-axis. N=2. Type X Collagen detected in only 
one experiment. Scale = 30 µm. 
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Figure 3.14 ς bǳƳōŜǊ ƻŦ ŎƻƳǇƭŜǘŜ ƻǊ ǇŀǊǘƛŀƭ ¢ȅǇŜ · /ƻƭƭŀƎŜƴ άǊƛƴƎǎέΦ ATDC5 cells were 

differentiated with insulin and stimulated with ascorbic acid for 14 days in monolayer or 

micromass culture and immunostained for Type X Collagen. Positive staining was detected 

throughout the culture by confocal microscopy, creating z-stacks with images 2 µm apart. 

Experiment performed twice with Type X Collagen detected in only experiment. Results shown 

are the average number of Type X Collagen-positive rings in one experiment for one well with 

two or three fields of view for monolayer and micromass respectively. 

Figure 3.15 ς Average type II collagen fluorescence intensity of ATDC5 cells differentiated 

in monolayer and micromass. Fluorescence intensity was calculated using ImageJ per slice of 

each z-stack. Due to the different number of slices between images, the fluorescence 

intensity of each slice were added together and divided by the number of slices, normalised 

to the intensities of the no-primary controls. Results are derived from two fields of view from 

one culture per condition. Two experiments performed with results from one shown 

coinciding with the experiment analysed in Figures 3.13 and 3.14. 
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3.2.7 Confirmation of hypertrophic gene expression via western blot 

Western blot analysis was used to confirm whether patterns of gene expression of hypertrophy-

related genes were also true at the protein level to identify the state of hypertrophic differentiation 

in this ATDC5 model.  

DDR2 protein was found to be consistently decreased with increasing chondrogenesis (Figure 3.16), 

in contrast to the mRNA level  which remained unchanged in micromass cultures (Figure 3.11 B). 

Expression of RUNX2 protein remained largely unchanged (Figure 3.16), although in one of three 

experiments, a clear decrease was seen in a similar fashion to DDR2 expression. On the other hand, 

WNT5A, known to inhibit hypertrophic differentiation (Bradley & Drissi, 2010), was increased upon 

chondrogenic induction with insulin (Figure 3.17), although this was only tested once. 

Together, this suggests that with increasing chondrogenesis, hypertrophic differentiation is 

inhibited or limited. 
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Figure 3.16 ς DDR2 and Runx2 protein expression decrease with increasing chondrogenesis 
after 14 days of culture in monolayer or micromass, stimulated with or without insulin or 
ascorbic acid. 9ǉǳŀƭ ƭƻŀŘƛƴƎ ƻŦ ǇǊƻǘŜƛƴ ŦƻǊ ǿŜǎǘŜǊƴ ōƭƻǘ ǿŀǎ ŎƻƴŦƛǊƳŜŘ ōȅ ǇǊƻōƛƴƎ ŦƻǊ ʲ-Actin, 
shown to be stably expressed in this culture system at the mRNA level. Predicted Mr DDR2 
96.5 kDa; Runx2 57.43 kDa (isoform 1), 55.9 kDa (isoform 2), 49.47 kDa (isoform 3), 45.59 kDa 
όƛǎƻŦƻǊƳ пύΤ ʲ-Actin 41.74 kDa, based on amino acid sequence, not including any post-
translational modifications. Western blot performed three times using three different samples 
obtained from two experimental repeats. Mono = monolayer. Micro = micromass. Asc = 
ascorbic acid.  
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Figure 3.17 ς WNT5A expression increases during chondrogenesis after 14 days of culture in 
monolayer or micromass, stimulated with or without insulin or ascorbic acid. Equal loading of 
ǇǊƻǘŜƛƴ ŦƻǊ ǿŜǎǘŜǊƴ ōƭƻǘ ǿŀǎ ŎƻƴŦƛǊƳŜŘ ōȅ ǇǊƻōƛƴƎ ŦƻǊ ʲ-Actin, shown to be stably expressed in 
this culture system at the mRNA level. Predicted Mr

 endogenous mouse WNT5A = 42.35 kDa 
όƛǎƻŦƻǊƳ мύ ƻǊ плΦуф ƪ5ŀ όƛǎƻŦƻǊƳ нύΤ ʲ-Actin 41.74 kDa, based on amino acid sequence, not 
including any post-translational modifications. Experiment performed once. Mono = 
monolayer. Micro = micromass. Asc = ascorbic acid.  
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3.3 Discussion 

3.3.1 Chondrogenic differentiation of ATDC5 cells over time 

Expression levels of Col10a1 and Alpl (alkaline phosphatase), two genes well charactised to be 

involved in the hypertrophic stages of chondrogenesis and endochondral ossification, were 

increased with respect to time in micromass cultures (Figure 3.4). Conversely, expression of Col2a1, 

Tgfb1 and Frzb were significantly up-regulated over time (Figure 3.2 and 3.3 A), three genes known 

to be involved in chondrogenesis and the articular phenotype. Therefore based on these data, the 

14 day timepoint was chosen to conduct further experiments investigating ATDC5 differentiation, 

since hypertrophic differentiation was less advanced at this stage compared to the 21 day point, 

whilst still increasing chondrogenesis over the 7 day time point. Furthermore, since a goal was to 

investigate the impact of each factor in the different models (three-dimensional culture, insulin and 

ascorbic acid), not all comparisons would be able to be made at the 21 day timepoint as insulin-

induced ATDC5 cells stimulated with ascorbic acid die from overgrowth and detach from the culture 

vessel. 

3.3.2 Micromass culture enhances insulin-induced ATDC5 chondrogenesis 

This study has shown enhanced chondrogenesis in ATDC5 cells cultured in micromass by the 

increase in Col2a1 expression (Figure 3.10 A) and proteoglycan deposition (Figure 3.9), which was 

more homogenous compared to monolayer cultures (Figure 3.8), suggesting a more uniform 

population of differentiated cells compared to large areas of undifferentiated cells in monolayer 

cultures. Although ATDC5 cells have been cultured in micromass previously (Lodewyckx, et al., 2012; 

Sun & Beier, 2014), this appears to be the first time the beneficial effects of micromass 

differentiation have been directly compared to monolayer differentiation. Micromass culture alone 

appears to be insufficient to induce maximal chondrogenesis in ATDC5 cells (Figure 3.5 E; 3.6; 3.7) 

unlike in chick limb bud cells which were used in the original micromass experiment (Ahrens, et al., 

1977).  

3.3.3 Ascorbic Acid enhances ATDC5 chondrogenesis 

The use of ascorbic acid in the culture of primary chondrocytes is well established to promote stable 

collagen structures. Ascorbic acid has also previously been used in the culture of ATDC5 cells, 

primarily in the induction of hypertrophic differentiation and mineralisation, whereby after 21 days, 

CO2 is dropped from 5% to 3% and DMEM/F12 culture medium is replaŎŜŘ ōȅ ʰ-MEM (Shukunami, 

et al., 1997; Shukunami, et al., 1998; Swingler, et al., 2012), which contains ascorbic acid (Altaf, et 

al., 2006). One study identified that ascorbic acid was capable of shortening the prechondrogenic 
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proliferation stage of ATDC5 cells from 21 days to 7 days when cells had been pre-stimulated with 

ascorbic acid (in the form of ascorbate 2-phosphate) for 7 days before chondrogenic induction with 

insulin for 21 days (Altaf, et al., 2006). The effect of ascorbic acid on proliferation has also been 

seen in primary bovine chondrocytes, causing an increase in cell density and cell number (Hering, 

et al., 1994). Although this was not directly tested in this thesis, ascorbic acid did increase cellular 

aggregation in the form of nodules, which appeared apparantly larger and more numerous (Figure 

3.8), which was also described by Altaf, et al. in pre-stimulated ATDC5 cells.  

In addition, several studies have shown in chondrocytes that ascorbic acid can enhance levels of  

type II collagen mRNA and/or protein (Hajek & Solursh, 1977; Dozin, et al., 1992; Altaf, et al., 2006; 

Cigan, et al., 2013) and proteoglycan expression/GAG content (Hering, et al., 1994; Priddy, et al., 

2001; Altaf, et al., 2006; Cigan, et al., 2013), which was also seen in this thesis (Figures 3.6, 3.7 A), 

and could further enhance the already increased chondrogenic effect of micromass culture. 

However, Ronzière,  et al., (2003) reported that whilst ascorbic acid increased COL2A1 expression 

in bovine chondrocytes cultured on collagen sponge scaffolds, there was no change in matrix 

deposition of collagen or GAG content. On the other hand, Priddy, et al., (2001) noted that whilst 

ascorbic acid increased GAG content in canine chondrocytes cultured in agarose gels, the effect on 

type II collagen as measured by immunohistochemistry, was minimal. However, this may be due to 

the hydroxyproline already present in the RPMI-1640 medium used, since hydroxyproline, which 

stabilises the collagen structure, is the product of the enzyme prolyl-hydroxylase, of which ascorbic 

acid is the co-factor.  Therefore the addition of exogenous ascorbic acid may not have an additional 

effect over the hydroxyproline already present in the medium, suggesting the beneficial effect of 

ascorbic acid may be dependent on the culturing conditions. 

Together, this indicates ascorbic acid is an important factor in enhancing chondrogenesis, and in 

particular in ATDC5 cells cultured in micromass. 

3.3.4 Micromass culture and ascorbic acid stimulation inhibit hypertrophic 

differentiation and promote articular differentiation 

Articular cartilage and growth plate cartilage (which undergoes hypertrophic differentiation) have 

different functions within the body and thus have two different phenotypes. Articular cartilage 

escapes the hypertrophic process in order to provide its protective effects on the joint from various 

forces, whereas growth plate cartilage undergoes hypertrophy during endochondral ossification in 

order to produce and elongate the bone. These phenotypic differences are therefore important to 

distinguish when studying cartilage to identify the biological relevance of the model. 
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qRT-PCR and protein analysis revealed that hypertrophic differentiation, which can be problematic 

in chondrogenesis cultures in vitro, whilst expression of chondrogenic or articular factors increased. 

3.3.4.1 Type II Collagen and Type X Collagen 

Expression of Col10a1 was seen to be increased with increasing chondrogenesis in ATDC5 cells 

(Figure 3.11 A), which has previously been reported in ATDC5 cells induced to differentiate with 

both insulin and BMP-2 (Shibuya, et al., 2013), and in ATDC5 micromass culture (Sun & Beier, 2014). 

However, little type X collagen protein was detected after 14 days of induction, and was primarily 

immunolocalised to the centre of the micromass, possibly in the pericellular region with some faint 

staining in the interstitial region (Figure 3.13). Co-localisation with other PCM components, such as 

type VI collagen or perlecan, would be needed to confirm type X collagen in the PCM of this culture, 

although type X collagen has been previously found to be localised to the pericellular region of 

chondrocytes (Morrison, et al., 1996; Boos, et al., 1997).  

In comparison, type II collagen, which is characteristically decreased during hypertrophic 

differentiation (Weiss, et al., 2010) was widespread throughout the micromass and cartilage-like 

nodules in monolayer culture in the institial ECM (Figure 3.13), and was significantly up-regulated 

by both micromass culture and ascorbic acid, which was further increased when combined together 

at the mRNA level (Figure 3.10 A). 

3.3.4.2 Frzb and Grem1 

Upon ATDC5 cell differentiation, Frzb expression was induced and was significantly up-regulated by 

micromass culture (Figure 3.10 B). Frzb has been previously identified as a marker of articular 

cartilage, which is highly expressed in articular cartilage, along with Grem1 (gremlin 1), compared 

to growth plate cartilage (Leijten, et al., 2012) and osteophytic cartilage (Gelse, et al., 2012), 

suggesting results presented in this thesis may show articular differentiation in ATDC5 cells, which 

have commonly been used instead to model endochondral ossification when inducing hypertrophy.  

Attempts at confirming FRZB expression at the protein level were made, however, reliable 

detection and its ŜŦŦŜŎǘǎ ƻŦ ǘƘŜ ǇƘƻǎǇƘƻǊȅƭŀǘŜŘ ǎǘŀǘŜ ƻŦ ʲ-catenin (which would indicate either 

ŀŎǘƛǾŀǘƛƻƴ ƻǊ ƛƴƘƛōƛǘƛƻƴ ƻŦ ǘƘŜ ŎŀƴƻƴƛŎŀƭ ʲ-catenin-dependent WNT signalling pathway) using 

antibodes bought from Abcam could not be achieved by western blotting (data not shown). 

Overexpression of Frzb in ATDC5 micromasses has been shown to significantly enhance the levels 

of the chondrogenic markers Col2a1 and Acan (aggrecan), whilst silencing of Frzb inhibited 

chondrogenesis (Lodewyckx, et al., 2012). Furthermore, stimulation of differentiating hBMSCs with 

FRZB down-regulated the hypertrophic markers ALPL and COL10A1 and decreased mineralisation, 
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with the authors suggesting that FRZB acts as a natural brake on hypertrophic differentiation 

(Leijten, et al., 2012). 

Interestingly, this thesis showed that Grem1 expression decreased with increasing chondrogenesis 

(Figure 3.10 C). However, although Grem1 has been found to be highly expressed in articular 

cartilage, recombinant human Gremlin-1 has been found to inhibit chondrogenesis in chick 

embryos (Merino, et al., 1999). It may therefore be interesting to examine how Grem1 expression 

changes throughout the course of chondrogenesis. 

3.3.4.3 CCN Growth Factors 

3.3.4.3.1 Cyr61 

With increasing chondrogenesis, a trend to a reduction in Cyr61 expression was seen (Figure 3.12 

A), in agreement with previous findings in hBMSCs, in which it was highly expressed prior to 

differentiation (Schütze, et al., 2005). Treatment of mouse limb bud cells with CYR61/CCN1 has 

been shown to increase cell aggregation in suspension culture and micromasses (Wong, et al., 1997), 

indicating a role in the early stages of chondrogenesis, which may explain the down-regulation in 

the most differentiated cultures (with ascorbic acid stimulation in insulin-induced cells), and not in 

less differentiated cells in monolayer without ascorbic acid stimulation (Figure 3.12 A). Additionally, 

Cyr61-/ - mice die early in development, making detailed skeletal analysis difficult, although no 

obvious skeletal phenotype was observed by the time of death (Mo, et al., 2002). 

3.3.4.3.2 Ctgf 

Ctgf expression was found to be significantly decreased in differentiating monolayer cultures of 

ATDC5 cells (Figure 3.12 B). No effect was observed in differentiating micromass cultures, likely due 

to the already decreased expression of Ctgf as a result of micromass culture compared to 

undifferentiated monolayer cultures. This reduction in Ctgf expression with three-dimensional 

culture has previously been described in breast cancer cells irrespective of the nature of the three-

dimensional culture (Barbolina, et al., 2009). Interestingly, Ctgf expression has previously been 

reported to be increased in ATDC5 monolayer cultures that have been induced to differentiate with 

insulin for 14 days compared to earlier timepoints (Lafont, et al., 2005b), although this was not 

compared to undifferentiated cells that had been grown for the same timeframe, as in this thesis. 

CTGF/CCN2 involvement in hypertrophy has been well established and is strongly expressed in 

hypertrophic chondrocytes (Moritani, et al., 2003; Huang, et al., 2010), correlating with Col10a1 

expression over the timecourse of differentiation (Huang, et al., 2010). CTGF/CCN2, via stimulation 

and overexpression, has been shown to increase type X collagen mRNA/protein expression in a 
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human chondrosarcoma cell line (Nakanishi, et al., 2000), rabbit growth plate chondrocytes 

(Nishida, et al., 2002) and rabbit auricular chondrocytes (Fujisawa, et al., 2008), although 

interestingly not in rabbit articular chondrocytes (Nishida, et al., 2002). Global knockout of Ctgf in 

mice results in perinatal lethality minutes after birth from respiratory troubles brought upon by 

severe skeletal abnormalities. In these mice, an enlarged and disorganised hypertrophic zone is 

observed, with a decrease in aggrecan and link protein. Despite an enlarged hypertrophic zone, 

Ctgf-/ - mice also have decreased amounts of VEGF in hypertrophic chondrocytes, another marker of 

hypertrophy that is important in growth plate angiogenesis (Ivkovic, et al., 2003). Down-regulation 

of Ctgf with increasing chondrogenesis in ATDC5 cells may therefore suggest inhibition of 

hypertrophic differentiation in this system. 

Additionally, CTGF/CCN2 has also been implicated in the initial condensation stages of 

chondrogenesis (Song, et al., 2007a), perhaps explaining the significant increase in expression in 

cells which had been stimulated with ascorbic acid in the absence of insulin (Figure 3.12 B) which 

have shown signs of early chondrogenesis from increased Col2a1 expression (Figure 3.10 A). 

3.3.4.3.3 Nov, Wisp1, Wisp2 and Wisp3 

Expression patterns of Nov, Wisp1 and Wisp2 were not consistent across experiments, and Wisp3 

was not detected in any experiment. However, previous reports have shown Nov to be increased 

over time during insulin-induced chondrogenesis in ATDC5 cells, peaking at day 8 (Lafont, et al., 

2005b), and has been shown to be expressed in the prehypertrophic and hypertrophic zones of the 

murine embryonic growth plate (Yu, et al., 2003). Gelse, et al., (2012) found Wisp3 to be highly 

expressed in articular cartilage compared to osteophytic cartilage, however, Wisp3 could not be 

detected in this present system using two different sets of primer/probes, one designed using the 

Universal ProbeLibrary (Roche) and one designed by PrimerDesign LTD (Southampton, UK). 

3.3.4.4 Mmp13 

In addition to increasing type X collagen and decreasing Type II Collagen, hypertrophic 

differentiation is also defined (amongst other factors) by an increase in alkaline phosphatase 

activity, which produces PO43- leading to mineralisation; MMP13 expression, involved in the 

remodelling of the matrix; and RUNX2 expression, which is the major transcription factor driving 

hypertrophic differentiation (Weiss, et al., 2010; Studer, et al., 2012). In this system, no Mmp13 

was detected across any condition, although it has been detected by others in ATDC5 cells at similar 

time points in differentiating monolayer cultures (Wang, et al., 2004), and has been shown to be 

enhanced by ascorbate stimulation in ATDC5 cells which were pre-stimulated for 7 days with 

ascorbate 2-phosphate before induction with insulin (Altaf, et al., 2006). As confirmation of a 
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working primer/probe set used in this study, the primer/probe sequences used for Mmp13 have 

previously been used successfully by another group in this department (personal communcation). 

3.3.4.5 Alpl (Alkaline Phosphatase) 

On the otherhand, Alpl, which encodes the liver/bone/kidney isoform of alkaline phosphatase, was 

significantly increased by ascorbic acid in differentiating monolayer cultures, but was not regulated 

by ascorbic acid in differentiating micromass cultures, likely due to the signficant increase by insulin 

in micromass cultures (Figure 3.11 D). However, further analysis would be needed to identify the 

effect of increased Alpl expression on mineralisation of ATDC5 ECM by measuring alkaline 

phosphatase activity, which has previously been detected in differentiating ATDC5 cells in 

monolayer (Mushtaq, et al., 2002; Nakatani, et al., 2007; Mitani, et al., 2013). 

оΦоΦпΦс ¢DCʲ 

3.3.4.6.1 Tgfb3 

With increasing chondrogenesis, a decreasing trend in the level of Tgfb3 was observed, which was 

also significantly down-regulated by micromass culture in undifferentiated cells (Figure 3.11 E). The 

use of adding various isoforƳǎ ƻŦ ¢DCʲ ŜȄƻƎŜƴƻǳǎƭȅ ǘƻ ǎǘƛƳǳƭŀǘŜ ŎƘƻƴŘǊƻƎŜƴŜǎƛǎ ƛǎ ǿƛŘŜƭȅ ǊŜǇƻǊǘŜŘΣ 

ǇŀǊǘƛŎǳƭŀǊƭȅ ǿƛǘƘ ǘƘŜ ǳǎŜ ƻŦ ¢DCʲо (Chowdhury, et al., 2013; Song, et al., 2013; Tay, et al., 2014), 

including in ATDC5 cells (Tare, 2005; Zhai, et al., 2013). Tgfb3 has been shown to be down-regulated 

at the same timepoint (day 14) in ATDC5 cells by microarray analysis (Chen, et al., 2005), becoming 

up-regulated in ATDC5 cells when induced to undergo hypertrophic differentiation (Han, et al., 

2008). Further to this, TDCʲо-mediated induction of hBMSCs, in addition with BMP6, has been 

shown to promote a more growth plate phenotype, with down-regulation of the articular markers 

DKK1 (dickkopf 1), FRZB and GREM1 (gremlin 1), and up-regulation of LEF1 and PANX3 (pannexin 

3), which are up-regulated in growth plate cartilage compared to articular cartilage (Leijten, et al., 

2012). 

3.3.4.6.2 Tgfb1 

Tgfb1 expression was significantly increased by insulin induction in micromass cultures in the 

presence of ascorbic acid and trended towards increased expression by the addition of ascorbic 

acid in insulin-ƛƴŘǳŎŜŘ ƳƛŎǊƻƳŀǎǎ ŎǳƭǘǳǊŜǎ όCƛƎǳǊŜ оΦмл 5ύΦ ¢DCʲм-mediated induction of 

chondrogenesis has been reported to result in significantly less matrix mineralisation compared to 

¢DCʲо-mediated chondrogenic induction of hBMSCs (Cals, et al., 2012) and has been shown to 

inhibit hypertrophic differentiation in rat epiphyseal chondrocytes (Ballock, et al., 1993).  
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The findings in this thesis correlate with these previous reports suggesting an inhibition of 

hypertrophy with decreasing Tgfb3 and increase in Tgfb1 expression. 

3.3.4.7 RUNX2 

No changes in Runx2 expression were obserbed between 7, 14 and 21 days of culture in monolayer 

or micromass in insulin-induced cells (Figure 3.5). At day 14, Runx2 expression was not regulated 

by any culturing condition, which was also confirmed at the protein level in two of three 

experiments (Figure 3.11 C), suggesting hypertrophic differentiation was not induced. Reports have 

previously shown Runx2 expression increases with time in differentiating ATDC5 cells in monolayer 

culture by day 14 (Wigner, et al., 2013), however, this study supplemented chondrogenic medium 

ǿƛǘƘ ʲ-glycerophosphate, a known inducer of matrix mineralisation (Farrell, et al., 2011), which is 

typically added in media to induce osteogenesis of MSCs (Cho, et al., 2014; Gawronska-Kozak, 2014; 

Peng, et al., 2014). 

RUNX2 is a transcription factor, strongly expressed in hypertrophic cartilage (Higashikawa, et al., 

2009) that regulates transcription of various hypertrophy-related genes, including Mmp13 

(Boumah, et al., 2009; Shimizu, et al., 2010) and Col10a1 (Takeda, et al., 2001; Higashikawa, et al., 

2009). As such, it would be interesting to immunolocalise its expression to see whether RUNX2 

translocates to the nuclei of the few type X collagen-positive cells or in any other cells in the 

differentiated conditions. This would indicate activation of RUNX2 which may promote expression 

of various hypertrophy-related genes and may give a clearer indication of any potential further 

(pre)hypertrophic regions within the three-dimensional cultures, which appeared to be minimal 

and restricted according to the type X collagen staining.  

3.3.4.8 DDR2 

DDR2 is a receptor tyrosine kinase that preferentially binds type II collagen which can stimulate 

hypertrophic differentiation in response to DDR2 ligation (Pulsatelli, et al., 2013). Such an 

interaction is normally preventented by an intact PCM (Xu, et al., 2011). This thesis has shown that 

at the mRNA level, Ddr2 expression is down-regulated in monolayer cultures when induced with 

insulin in the presence of ascorbic acid. No changes were observed due to insulin or ascorbic acid 

due to the already decreased levels in micromass culture (Figure 3.11 B). At the protein level, DDR2 

was down-regulated with increasing chondrogenesis (Figure 3.16). Ddr2 mRNA expression has 

previously been shown to be very slightly up-regulated at day 14 in ATDC5 monolayer cultures 

compared to earlier timepoints (Zhang, et al., 2011). However, this was not compared to ATDC5 

cells that had been maintained undifferentiated for the same time period, as in this thesis. 
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Knockdown of Ddr2 in ATDC5 cells has been shown to decrease mRNA expression of Runx2 (Kawai, 

et al., 2012) and inhibit RUNX2 protein activation and binding to DNA, leading to a decrease Col10a1 

expression (Zhang, et al., 2011). Additionally, overexpression of DDR2 has been shown to increase 

MMP13 expression in human OA chondrocytes (Xu, et al., 2005), which was not detected in this 

study, further suggesting inhibition of hypertrophy in micromass and ascorbic acid-stimulated 

ATDC5 cultures. 

3.3.4.9 WNT5A 

At the protein level, WNT5A was observed to be increased upon insulin induction of ATDC5 cells 

(Figure 3.17). Studies have shown that stimulation of micromass cultures with exogenous WNT5A, 

or overexpression of WNT5A, can increase chondrogenesis in both chick and mouse limb cells 

(Church, et al., 2002; Bradley & Drissi, 2010). Additionally, WNT5A has been shown to inhibit 

hypertrophic differentiation via NF-ˁ.-mediated inhibition of RUNX2 (Hartmann & Tabin, 2000; 

Bradley & Drissi, 2010). This increase in WNT5A upon insulin induction further suggests inhibition 

of hypertrophy. More detailed discussions on WNT5A can be found in Chapters 1, 4 and 5. 

3.4 Summary 

Many genes were regulated during the chondrogenesis of ATDC5 cells, briefly summarised in Table 

3.1. Taken together, despite the increases in Col10a1 and Alpl (alkaline phosphatase), the down-

regulation of several hypertrophy-associated genes and proteins and the limited type X collagen 

that was detected suggest that hypertrophy was inhibited in this system by differentiating ATDC5 

cells for 14 days with insulin with the combination of micromass culture and stimulation with 

ascorbic acid. High expression of Frzb and widespread type II collagen staining may suggest that this 

culture system instead generates a more articular cartilage-like phenotype. This is in contrast to 

many reports that use ATDC5 cells to model changes that occur during endochondral ossification 

and the use of ascorbic acid in ATDC5 mineralisation (Shukunami, et al., 1997; Faith, et al., 2012; 

Swingler, et al., 2012; Miron, et al., 2013) highlighting the diverse nature of ATDC5 cells and their 

usefulness in their adaptibility to study different cartilage phenotypes.  
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Gene 

Association/Family 
Up-regulated Down-regulated No Regulation 

Chondrogenesis 

Col2a1 

Frzb 

Tgfb1 

Grem1  

Hypertrophy 
Col10a1 

Alpl 

Ddr2 (monolayer) 

Tgfb3 

Ddr2 (micromass) 

Runx2 

CCNs 
 Cyr61 

Ctgf (monolayer) 

Ctgf (micromass) 

Table 3.1 ς Summary of gene regulatory changes with increasing chondrogenesis of ATDC5 

cells cultured for 14 days in monolayer or micromass and stimulated with/without insulin and 

ascorbic acid using information from Figures 3.10-12. For more specific changes per condition 

tested, please see original individual figures given above. 
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Chapter 4 

Investigating WNT5A and cytokine signalling in ATDC5 cells 

Chapter 4 ς Investigating WNT5A and cytokine signalling in ATDC5 cells 
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4.1 Introduction 

4.1.1 WNT signalling in osteoarthritis and skeletal disease 

WNT signalling is tightly implicated with the progression of osteoarthritis (see Chapter 1). As such, 

many members of the WNT signalling family, as well as known modulators of the WNT signalling 

pathway, are aberrantly expressed in osteoarthritic joints, including WNT3A (Nakamura, et al., 

2005), FRZB (Nakamura, et al., 2005; Velasco, et al., 2010) and WISP3 (Sen, et al., 2004; Baker, et 

al., 2012), reviewed in (Staines, et al., 2012). Expression of WNT5A is also highly up-regulated in 

osteoarthritic cartilage compared to normal cartilage as seen by microarray (Karlsson, et al., 2010; 

Thorfve, et al., 2011), qRT-PCR and immunofluorescence (Thorfve, et al., 2011). WNT5A expression 

has also been shown to be increased in knee OA osteoblasts but decreased in hip OA osteoblasts 

compared to hip fracture osteoblasts (Velasco, et al., 2010). Furthermore, Wnt5a-/ - mice have a 

strong skeletal phenotype, exhibiting truncated limbs (Yamaguchi, et al., 1999). Missense 

mutations in WNT5A have also been associated with Robinow syndrome, a form of dwarfism 

(Person, et al., 2010). 

Many studies have investigated WNT5A in a developmental context, identifying the role of WNT5A 

in promoting early stage chondrogenesis and inhibiting hypertrophic differentiation (Hartmann & 

Tabin, 2000; Church, et al., 2002; Bradley & Drissi, 2010). However, little work has been reported 

on the mechanisms and potential role of WNT5A induction in cartilage pathophysiology. It has been 

reported that WNT5A is up-regulated in chondrocytes by IL-мʲ ǎǘƛƳǳƭŀǘƛƻƴ Ǿƛŀ ǘƘŜ bC-ˁ. ǇŀǘƘǿŀȅ 

(Ge, et al., 2011). Furthermore, WNT5A has been shown to be a potent inducer of matrix 

degradation in chick beak cartilage via up-regulation of various metalloproteinases, including 

ADAMTS5 (Hosseini-Farahabadi, et al., 2013), a major enzyme involved in the destruction of 

cartilage in osteoarthritis, discussed previously. However, the exact mechanisms and the impact on 

other signalling pathways in osteoarthritis remain to be elucidated. 

4.1.2 Cytokine signalling in osteoarthritis 

The involvement of inflammatory cytokines in the development of osteoarthritis is well 

documented. Interleukin (IL)-мʲΣ ƻƴŜ ƻŦ ǘƘŜ ƪŜȅ ƛƴŦƭŀƳƳŀǘƻǊȅ ŎȅǘƻƪƛƴŜǎ ƛƴ ƻǎǘŜƻŀǊǘƘǊƛǘƛǎΣ is elevated 

in osteoarthritic chondrocytes (Melchiorri, et al., 1998) and is commonly used to model 

osteoarthritic-like changes in vitro (Clutterbuck, et al., 2013; Yang, et al., 2014; Zhang, et al., 2014). 

The combination of IL-мʰ ŀƴŘ ƻƴŎƻǎǘŀǘƛƴ a όh{aύ ƛǎ ŀƭǎƻ ǳǎŜŘ ǘƻ ǘƘŜ ǎŀƳŜ ŜŦŦŜŎǘ  to induce 

expression of a number of metalloproteinases, including ADAMTS4 and ADAMTS5 (Hui, et al., 2001; 

Koshy, et al., 2002; Milner, et al., 2003; Baker, et al., 2012). In 2012, Baker, et al., reported IL-мʰ 
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and OSM-induced expression of ADAMTS5 was repressed by overexpression of WISP3 (WNT1-

inducible secreted protein 3) via the beta-catenin-dependent pathway. As previously mentioned, 

IL-мʲ Ƙŀǎ ŀƭǎƻ ōŜŜƴ ǎƘƻǿƴ ǘƻ ƛƴŘǳŎŜ ŜȄǇǊŜǎǎƛƻƴ ƻŦ ²b¢р! in rabbit chondrocytes (Ge, et al., 2011) 

and increase WNT5A and its receptor ROR2 expression during osteogenesis (Sonomoto, et al., 2012). 

Together, this highlights growing evidence for the interplay between the cytokine and WNT 

signalling pathways, however, this interplay and its involvement in osteoarthritis is not fully 

understood. 

4.1.3 Aims 

It was hypothesised that WNT5A may regulate gene expression during osteoarthritis and that 

cytokine signalling may also regulate the WNT signalling pathway in ATDC5 cells. 

To test this, a number of approaches were taken: 

1. Stable clones of ATDC5 overexpressing WNT5A were generated and gene expression 

changes investigated. 

2. Naïve, differentiated ATDC5 cells were stimulated with neat WNT5A-conditioned medium 

generated by transiently transfecting separate ATDC5 cells, and stimulated in combination 

with IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ ǘƻ ƛƴŘǳŎŜ ƻǎǘŜƻŀǊǘƘǊƛǘƛŎ-like changes. 

3. A mixture of candidate and unbiased studies were carried out via qRT-PCR and microarray 

analysis respectively to investigate gene regulation as a result of WNT5A and/or cytokine 

signalling.  
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4.2 Results 

4.2.1 Generation of stable clones overexpressing WNT5A 

Non-induced ATDC5 cells were transfected with human WNT5A tagged at the C-terminus with an 

in-ŦǊŀƳŜ C[!D ǘŀƎ ŦƻǊ ŜŀǎŜ ƻŦ ŘŜǘŜŎǘƛƻƴ ŀƴŘ ǎŜƭŜŎǘŜŘ ŦƻǊ ōŀǎŜŘ ƻƴ ǊŜǎƛǎǘŀƴŎŜ ǘƻ ½ŜƻŎƛƴϰ. Several 

clones were eventually generated after two separate attempts at cloning from single cells, and were 

expanded in culture before confirming WNT5A protein expression, and the lack of WNT5A in cells 

transfected with the empty pcDNA4-FLAG vector only (hereafter referred to as Vector Only). Six 

clones were chosen for further analysis; three Vector Only clones and three WNT5A clones (Figure 

4.1). For more information on the generation of the plasmids and the transfection/cloning process, 

please see sections 2.4 and 2.5. 

  

Figure 4.1 ς Confirmation of WNT5A overexpressing clones. Cell lysates from stable ATDC5 

clones overexpressing WNT5A or Vector Only control were examined for WNT5A expression 

using the anti-FLAG antibody. Protein lysates were taken from clones expanded in monolayer 

from single cells. Transiently transfected cells transfected were used as positive and negative 

controls. Predicted Mr WNT5A-FLAG = 44.99 kDa based on amino-acid sequence. N=2 
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4.2.2 Gene regulation in non-induced overexpressing WNT5A clones 

Expression of candidate genes associated with WNT5A signalling and the chondrocytic phenotype 

were explored by qRT-PCR in non-induced clones plated in monolayer or micromass for four days. 

Three Vector Only clones and three WNT5A clones were used for the analysis and the experiment 

was performed once as a preliminary experiment. Results are expressed as the average of three 

separate WNT5A clones and three separate Vector Only clones, with results from individual clones 

displayed on the right-hand side. 

Overexpression of WNT5A did not result in any regulation of its receptor, Ror2 (Figure 4.2 A). 

Although clones were not induced to differentiate with insulin, low Col2a1 expression was detected 

with CT values averaging around 33 (Appendix Table S4.1). CT values of Col2a1 in WNT5A clones was 

detected largely above CT 35, which is deemed not to be expressed, suggesting WNT5A 

overexpression may inhibit Col2a1 expression (Figure 4.2 B).  Expression of Adamts4 and Adamts5 

were low, with CT values close to 35 or above. No regulation of Adamts4 was seen by WNT5A, 

although interestingly, Adamts5 may be down-regulated by WNT5A which was not detected in 

most WNT5A clones (Figure 4.2 C-D). Neither Runx2 nor Ddr2, two genes involved in hypertrophic 

differentiation, were regulated by WNT5A overexpression (Figure 4.2 E-F). Grem1, which is 

enriched in articular cartilage, was up-regulated by WNT5A, whilst Alpl (alkaline phosphatase), an 

enzyme involved in matrix mineralisation, was down-regulated by WNT5A (Figure 4.2 G-H). Of the 

CCN growth factor family, Cyr61, which encodes CYR61/CCN1, was up-regulated by WNT5A in both 

monolayer and micromass culture, whereas Ctgf (CTGF/CCN2) and Nov (NOV/CCN3) were not 

(Figure 4.2 I-K). A slight down-regulation of Wisp1 (WISP1/CCN4) was seen in monolayer culture 

and of Wisp2 (WISP2/CCN5) in micromass culture in WNT5A overexpressing clones compared to 

Vector Only (Figure 4.2 L-M). The final member of the CCN family, Wisp3 (WISP3/CCN6) could not 

be detected (data not shown). 
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Ror2 
(Receptor tyrosine kinase-like orphan 2) 

Col2a1 
(Type II Collagen) 

A 

B 

Figure 4.2 A-B ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Ror2 (A) and Col2a1 (B) in WNT5A-

overexpressing, non-induced ATDC5 clones cultured in monolayer or micromass for four 

days compared to Vector Only clones as measured by qRT-PCR. Left hand figure composed 

from averaging all three clones per condition shown in right-hand figure. CT values can be 

found in Appendix, Table S4.1. Experiment performed once. ND = Not Detected 
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  Adamts4 
(A disintegrin and metalloproteinase with thrombospondin motif 4) 

Adamts5 
(A disintegrin and metalloproteinase with thrombospondin motif 5) 

C 

D 

Figure 4.2 C-D ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Adamts4 (C) and Adamts5 (D) in WNT5A-

overexpressing, non-induced ATDC5 clones cultured in monolayer or micromass for four 

days compared to Vector Only clones as measured by qRT-PCR. Left hand figure composed 

from averaging all three clones per condition shown in right-hand figure. ND = Not 

detected. CT values can be found in Appendix, Table S4.1.  Experiment performed once. 
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  Runx2 
(Runt-related transcription factor 2) 

Ddr2 

(Discoidin domain receptor 2) 

E 

F 

Figure 4.2 E-F ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Runx2 (E) and Ddr2 (F) in WNT5A-

overexpressing, non-induced ATDC5 clones cultured in monolayer or micromass for four 

days compared to Vector Only clones as measured by qRT-PCR. Left hand figure composed 

from averaging all three clones per condition shown in right-hand figure. CT values can be 

found in Appendix, Table S4.1.  Experiment performed once. 
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  Grem1 
(Gremlin-1) 

Alpl 
(Alkaline phosphatase, liver/bone/kidney) 

G 

H 

Figure 4.2 G-H ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Grem1 (G) and Alpl (H) in WNT5A-

overexpressing, non-induced ATDC5 clones cultured in monolayer or micromass for four 

days compared to Vector Only clones as measured by qRT-PCR. Left hand figure composed 

from averaging all three clones per condition shown in right-hand figure. CT values can be 

found in Appendix, Table S4.1.  Experiment performed once. 
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  Cyr61 
(Cysteine-rich protein 61/CCN1) 

Ctgf 
(Connective Tissue Growth Factor/CCN2) 

I 

J 

Figure 4.2 I-J ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Cyr61 (I) and Ctgf (J) in WNT5A-

overexpressing, non-induced ATDC5 clones cultured in monolayer or micromass for four 

days compared to Vector Only clones as measured by qRT-PCR. Left hand figure composed 

from averaging all three clones per condition shown in right-hand figure. CT values can be 

found in Appendix, Table S4.1.  Experiment performed once. 

(A
.U

.)
 

(A
.U

.)
 

(A
.U

.)
 

(A
.U

.)
 



 
110 

 

  Nov 

(Nephroblastoma overexpressed/CCN3) 

Wisp1 

(Wnt1-inducible secreted protein/CCN4) 

K 

L 

Figure 4.2 K-L ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Nov (K) and Wisp1 (L) in WNT5A-

overexpressing, non-induced ATDC5 clones cultured in monolayer or micromass for four 

days compared to Vector Only clones as measured by qRT-PCR. Left hand figure composed 

from averaging all three clones per condition shown in right-hand figure. ND = not 

detected. CT values can be found in Appendix, Table S4.1.  Experiment performed once. 
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Wisp2 

(Wnt1-inducible secreted protein 2/CCN5) 

M 

Figure 4.2 M ς Gene regulation in stable WNT5A-overexpressing, non-induced ATDC5 

clones. Steady-state mRNA expression levels of Wisp2 in WNT5A-overexpressing, non-

induced ATDC5 clones cultured in monolayer or micromass for four days compared to 

Vector Only clones as measured by qRT-PCR. Left hand figure composed from averaging 

all three clones per condition shown in right-hand figure. CT values can be found in 

Appendix, Table S4.1.  Experiment performed once. 
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4.2.3 Stable clones failed to undergo chondrogenesis 

The effect of WNT5A overexpression on gene regulation was examined in clones induced to 

undergo chondrogenesis with insulin and stimulated with ascorbic acid for 14 days. Twenty four 

hour stimulation with IL-мʰ ŀƴŘ h{a όƘŜǊŜŀŦǘŜǊ ǊŜŦŜǊǊŜŘ ǘƻ ŀǎ άŎȅǘƻƪƛƴŜǎέ ƛƴ ŜȄǇŜǊƛƳŜƴǘǎύ ǿŀǎ ŀƭǎƻ 

used after differentiation had occurred to investigate gene regulation in osteoarthritic-like 

conditions and whether this affected WNT5A-mediated gene regulation. For more information, 

please see section 2.5.7.  

Despite not directly comparing insulin-induced clones to non-induced clones, it was apparent that 

both WNT5A and Vector Only clones failed to differentiate. This was evident by visual observations, 

whereby cells had a larger, flatter appearance with a lack of aggregation in monolayer cultures (data 

not shown). Expression of Col2a1 was also low with CT values above 30 (Table 4.1), with many 

samples over the detection limit (CT җ орύ. Non-induced clones investigated previously also had a 

similar CT range (Appendix Table S4.1). One WNT5A clone (Clone 6) partially differentiated, but 

despite the slight increase in Col2a1 compared to the rest of the clones (Figure 4.3), still did not 

visually appear to differentiate fully, with flat cells and a lack of aggregation (data not shown). Since 

adequate chondrogenesis did not occur even in Vector Only clones, further investigations in insulin-

induced clones were not conducted. 

 

  

Col2a1 Min CT Max CT Normalised SEM 

Monolayer 

Vector Only 
No Cytokines 30.16 38.58 0.30 0.09 

Cytokines 33.11 39.67 0.04 0.01 

WNT5A 
No Cytokines 28.20 36.59 1.33 0.97 

Cytokines 28.75 39.02 1.33 0.44 

Micromass 

Vector Only 
No Cytokines 30.89 39.90 0.38 0.16 

Cytokines 31.59 35.61 0.16 0.08 

WNT5A 
No Cytokines 26.64 38.43 2.95 2.43 

Cytokines 27.20 39.07 3.82 2.47 

Table 4.1 ς Expression of Col2a1 in insulin-induced clones cultured for 14 days in 

monolayer or micromass then stimulated with or without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ ŦƻǊ нп 

h without insulin. Steady-state expression levels of Col2a1, highlighting the CT range for 

three individual clones, combined, and their normalised values. Expression of individual 

clones can be found in Figure 4.3.  Experiment performed once 
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Col2a1 
(Type II Collagen) 

Figure 4.3 ς Col2a1 expression in insulin-induced clones with cytokine stimulation. 

Normalised steady-state expression levels of Col2a1 are shown for individual insulin-

induced clones grown for 14 days then stimulated with and without IL-мʰ ŀƴŘ h{a 

cytokines without insulin for 24 h. CT values for combined clones can be found in Table 

4.1. Experiment performed once. 
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4.2.4 Generation of WNT5A conditioned medium for naïve ATDC5 cell stimulation 

Since chondrogenesis failed to occur in both Vector Only and WNT5A-overexpressing ATDC5 clones, 

investigations were then carried out using naïve ATDC5 cells instead, stimulating 14-day old insulin-

induced, ascorbic acid-stimulated ATDC5 micromass cultures with conditioned media for 24 hours 

generated from transiently transfecting separate ATDC5 cells, with and without cytokines for the 

same 24 hour period (see section 2.6) 

Prior confirmation of WNT5A protein secretion into media from transient transfections was carried 

out by western blot before stimulating naïve differentiated cells. Additionally, the time to start the 

24 hour media conditioning was optimised to see if there was a difference in protein 

expression/secretion with the 24 hour period starting either directly after the 5 hour transfection 

(Day 1) or 24 (Day 2) or 48 hours (Day 3) after the transfection. No appreciable differences were 

observed between conditioning media for 24 hours starting immediately after the five hour 

transfection (Day 1) or the following day (Day 2), with perhaps a slight decrease in WNT5A protein 

by Day 3 (Figure 4.4). Therefore subsequent experiments used media conditioned for 24 hours 

starting immediately after the five hour transfection, confirming the presence or absence of WNT5A 

(via anti-FLAG) with each batch of WNT5A or Vector Only conditioned media respectively (data not 

shown). 
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Figure 4.4 ς Detection of WNT5A protein from transient transfection timecourse. 

WNT5A was probed for (via anti-FLAG antibody) in TCA-precipitated conditioned media 

generated from 7 ml media (A) and cell lysates (B) at indicated time points after 

transiently transfecting non-induced ATDC5 cells with Vector Only or WNT5A plasmids for 

5 h. Predicted Mr WNT5A-FLAG = 44.99 kDa based on amino acid sequence. Day 1 = First 

24 h period. Day 2 = Second 24 h period. Day 3 = Third 34 h period. N=1 

A 
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4.2.5 Gene regulation in conditioned media- and cytokine-stimulated naïve ATDC5 

cells 

Naïve, 14-day differentiated ATDC5 micromass cultures (as described previously) were stimulated 

after differentiation for 24 hours with WNT5A conditioned medium and co-stimulated with and 

without cytokines to investigate the effect of osteoarthritic-like changes on gene regulation and 

identify whether WNT5A-mediated gene regulation is dependent on, or regulated in, an 

osteoarthritic-like environment. For a more in-depth description of the stimulation method, please 

see section 2.6.  

In experiment 1, regulation by WNT5A conditioned medium stimulation was seen across a number 

of candidate genes tested by qRT-PCR analysis, chosen based on their involvement in 

chondrogenesis, WNT5A signalling or osteoarthritis. Subsequent repeats however, failed to 

reproduce the results from experiment 1. However, expression of Ror2, Col2a1 and Adamts4 were 

consistently not regulated by WNT5A over four experiments (Figure 4.5 A-C). In experiment 1, 

expression of Runx2, Ddr2, Ctgf and Nov were all down-regulated by WNT5A conditioned medium 

stimulation in the presence of cytokines. No effects were seen by WNT5A stimulation in the absence 

of cytokines (Figure 4.5 D, E, G, H; left-hand figures). No significant differences in Runx2, Ddr2, Ctgf 

and Nov expression were observed in three subsequent repeats by WNT5A stimulation in the 

presence or absence of cytokines (Figure 4.5 D, E, G, H; right-hand figures). No regulation of Cyr61, 

Wisp1, Wisp2, Frzb or Col10a1 by WNT5A stimulation in any experiment by qRT-PCR (Figure 4.5 F, 

I-L). 

Cytokine stimulation caused a trend towards down-regulation of Ror2 in the presence or absence 

of WNT5A in three out of four experiments, although this only reached statistical significance in 

one of the examples shown in the presence of WNT5A by ANOVA + Tukey post-hoc test (Figure 4.5 

A). Similarly, cytokine stimulation caused an overall down-regulation of Col2a1 (Figure 4.5 B). In 

contrast, as expected, a rise in Adamts4 expression, an aggrecanase, was seen consistently with 

cytokine stimulation (Figure 4.5 C). Expression of Runx2 was down-regulated consistently by 

cytokine stimulation (Figure 4.5 D). Regulation of Ddr2 by cytokine stimulation was largely 

inconsistent, being down-regulated in two out of four experiments in the presence of WNT5A but 

up-regulated in one experiment in the absence of WNT5A (Figure 4.5 E). No conclusions can 

therefore be drawn regarding Ddr2 regulation by cytokine stimulation. Similarly, in two of four 

experiments, Ctgf was down-regulated by cytokine stimulation regardless of WNT5A, but was up-

regulated by cytokine stimulation in one experiment in the absence of cytokines (Figure 4.5 G). Nov, 

on the other hand, was also up-regulated in one experiment in the absence of WNT5A by cytokine 
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stimulation, but no differences were seen in the other three experiments, suggesting that cytokine 

stimulation does not regulate Nov expression (Figure 4.5 H). In contrast, expression levels of Cyr61, 

Wisp1, Wisp2, Frzb and Col10a1 consistently decreased with cytokine expression (Figure 4.5 F, I-L).  
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Ror2 
(Receptor tyrosine kinase-like orphan 2) 

Col2a1 
(Type II Collagen) 

Adamts4 
(A disintegrin and metalloproteinase with thrombospondin motif 4) 

A 

B 

C 

Figure 4.5 A-C ς Gene regulation in WNT5A and cytokine stimulated differentiated ATDC5 

micromass cultures. Steady-state mRNA expression levels of Ror2 (A), Col2a1 (B) and Adamts4 

(C) in micromass cultures stimulated with insulin and ascorbic acid for 14 days then treated with 

WNT5A conditioned medium (or Vector Only control) with/without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ 

for 24 h. Experiment performed four times. Left-hand figure from experiment 1. Right-hand 

figure from representative example from three further repeats, also sent for microarray 

analysis. CT values can be found in Appendix, Table S4.2. * = significant compared to Vector 

Only. # = significant compared to no cytokines. 
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Also analysed by microarray 
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Runx2 

(Runt-related transcription factor 2) 

Ddr2 

(Discoidin domain receptor 2) 

D 

E 

Figure 4.5 D-E ς Gene regulation in WNT5A and cytokine stimulated differentiated ATDC5 

micromass cultures. Steady-state mRNA expression levels of Runx2 (D) and Ddr2 (E) in 

micromass cultures stimulated with insulin and ascorbic acid for 14 days then treated with 

WNT5A conditioned medium (or Vector Only control) with/without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ 

for 24 h. Experiment performed four times. Left-hand figure from experiment 1. Right-hand 

figure from representative example from three further repeats, also sent for microarray 

analysis. CT values can be found in Appendix, Table S4.2. * = significant compared to Vector 

Only. # = significant compared to no cytokines. 
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Cyr61 

(Cysteine-rich protein 61/CCN1) 
F 

Ctgf 
(Connective Tissue Growth Factor/CCN2) 

G 

Figure 4.5 F-G ς Gene regulation in WNT5A and cytokine stimulated differentiated ATDC5 

micromass cultures. Steady-state mRNA expression levels of Cyr61 (F) and Ctgf (G) in micromass 

cultures stimulated with insulin and ascorbic acid for 14 days then treated with WNT5A 

conditioned medium (or Vector Only control) with/without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ ŦƻǊ нп ƘΦ 

Experiment performed four times. Left-hand figure from experiment 1. Right-hand figure from 

representative example from three further repeats, also sent for microarray analysis. CT values 

can be found in Appendix, Table S4.2. * = significant compared to Vector Only. # = significant 

compared to no cytokines. 
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n=1 

Nov 

(Nephroblastoma Overexpressed/CCN3) 
H 

I 

Figure 4.5 H-I ς Gene regulation in WNT5A and cytokine stimulated differentiated ATDC5 

micromass cultures. Steady-state mRNA expression levels of Nov (H) and Wisp1 (I) in 

micromass cultures stimulated with insulin and ascorbic acid for 14 days then treated with 

WNT5A conditioned medium (or Vector Only control) with/without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ 

for 24 h. Experiment performed four times. Left-hand figure from experiment 1. Right-hand 

figure from representative example from three further repeats, also sent for microarray 

analysis. WNT5A+Cytokine condition for Wisp1 from Experiment 1 (Left-hand figure) consists 

of one sample only (n=1) as two samples were not detected.  CT values can be found in 

Appendix, Table S4.2. * = significant compared to Vector Only. # = significant compared to no 

cytokines. 
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Wisp2 

(Wnt-inducible secreted protein 2/CCN5) 
J 

K Frzb 
(Frizzled-related protein) 

Figure 4.5 J-K ς Gene regulation in WNT5A and cytokine stimulated differentiated ATDC5 

micromass cultures. Steady-state mRNA expression levels of Wisp2 (J) and Nov (K) in micromass 

cultures stimulated with insulin and ascorbic acid for 14 days then treated with WNT5A 

conditioned medium (or Vector Only control) with/without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ ŦƻǊ нп ƘΦ 

Experiment performed four times. Left-hand figure from experiment 1. Right-hand figure from 

representative example from three further repeats, also sent for microarray analysis. CT values 

can be found in Appendix, Table S4.2. * = significant compared to Vector Only. # = significant 

compared to no cytokines. 
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L Col10a1 

(Type X Collagen) 

Figure 4.5 L ς Gene regulation in WNT5A and cytokine stimulated differentiated ATDC5 

micromass cultures. Steady-state mRNA expression levels of Col10a1 (L) in micromass cultures 

stimulated with insulin and ascorbic acid for 14 days then treated with WNT5A conditioned 

medium (or Vector Only control) with/without IL-мʰ ŀƴŘ h{a ŎȅǘƻƪƛƴŜǎ ŦƻǊ нп ƘΦ 9ȄǇŜǊƛƳŜƴǘ 

performed four times. Left-hand figure from experiment 1. Right-hand figure from 

representative example from three further repeats, also sent for microarray analysis. CT values 

can be found in Appendix, Table S4.2. * = significant compared to Vector Only. # = significant 

compared to no cytokines. 
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4.2.6 Microarray analysis of WNT5A and cytokine-stimulation in differentiated 

ATDC5 cells 

An unbiased approach was also taken to investigate the effect of WNT5A and cytokine stimulation 

on differentiated ATDC5 micromass cultures by carrying out microarray analysis of total RNA to 

identify potentially novel regulation of genes or pathways. 

4.2.6.1 Cytokine stimulation strongly regulated gene expression 

Principle component analysis (PCA), which highlights similarities or differences in expression 

patterns across samples based on visual proximity, revealed differences in the expression from the 

45,000 probe sets tested across the four conditions. The most striking difference between 

conditions was revealed to be through the addition of cytokines, regardless of the presence or 

absence of WNT5A. Samples treated with WNT5A in the presence of cytokines also clustered apart 

from Vector Only-treated samples, indicating that WNT5A had some regulatory effect on gene 

expression. Interestingly, this difference was not as apparent in samples without cytokines, 

suggesting that some WNT5A-mediated regulation may in part be dependent on cytokine signalling 

(Figure 4.6).  

The striking regulation by cytokine stimulation can also be seen by hierarchical clustering in the 

form of a heat map, highlighting the differences in colour temperature and thus expression, which 

is more apparent with the addition of cytokines compared to no cytokines (Figure 4.7) 

 

Figure 4.6 ς Principle Component Analysis (PCA) of WNT5A and cytokine stimulated 

micromass cultures from microarray analysis. Clustering of samples indicates similar 

expression patterns.  



 
 

Figure 4.7 ς Hierarchical clustering of WNT5A and Cytokine-treated micromass cultures 

by microarray analysis. Expression from all 12 samples (columns) analysed by microarray 

shown as a heat map based on expression levels of each probe (rows). Red = high 

expression. Blue = low expression. Clustering based on expression levels and samples. 
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4.2.6.2 Selecting genes for subsequent analysis 

Four comparisons were made based on the four conditions to investigate the following questions: 

1. What effect does WNT5A stimulation have on gene regulation in the absence of cytokines? 

(Vector only, no cytokines vs. WNT5A, no cytokines) 

2. What effect does WNT5A stimulation have on gene regulation in the presence of cytokines? 

(Vector only with cytokines vs. WNT5A with cytokines) 

3. What effect does cytokine stimulation have on gene regulation in the absence of WNT5A? 

(Vector only, no cytokines vs. Vector only with cytokines) 

4. What effect does cytokine stimulation have on gene regulation in the presence of WNT5A? 

(WNT5A, no cytokines vs. WNT5A with cytokines) 

 

Volcano plots were created, plotting fold change regulation based upon the above comparisons 

against P-values ŘŜǘŜǊƳƛƴŜŘ ōȅ ǇŀƛǊǿƛǎŜ ŎƻƳǇŀǊƛǎƻƴǎ ǳǎƛƴƎ ǎǘǳŘŜƴǘΩǎ t-test. Probe sets displaying 

an absolute fold-change (positive or negative) greater than or equal to 1.5x with a P-value less than 

0.05 were chosen for further analysis, highlighted in red on the volcano plots (Figure 4.8, 4.9). As 

evidenced by the number of red marks, addition of cytokines significantly regulated more genes 

above an absolute fold change of 1.5x. Table 4.2 quantifies this difference, revealing around 20-30x 

the number of probe sets significantly regulated by the addition of cytokines in comparison to the 

number of probe sets significantly regulated by the addition of WNT5A.  

Furthermore, the volcano plots reveal that not only were more probe sets significantly regulated 

more than 1.5-fold by the addition of cytokines, but the effect was much greater, reaching fold 

changes in the region of 3000x compared to around 3x by the addition of WNT5A (Figure 4.8, 4.9). 

The top 50 for each comparison, ranked by absolute fold change, can be found in Appendix Table 

S4.3, S4.4, S4.5 and S4.6. 
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Effect of adding WNT5A without cytokines 

Figure 4.8 ς Volcano plot of effect of WNT5A with and without cytokine stimulation on gene 

regulation in ATDC5 micromass cultures. Probe sets plotted according to fold change regulation 

(x axis) against P-value (y ŀȄƛǎύΦ IƛƎƘƭƛƎƘǘŜŘ ǇǊƻōŜ ǎŜǘǎ ƘŀǾŜ ŀōǎƻƭǳǘŜ ŦƻƭŘ ŎƘŀƴƎŜ җ мΦр ŀƴŘ P-

value < 0.05. 
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Figure 4.9 ς Volcano plot of effect of cytokines with and without WNT5A stimulation on gene 

regulation in ATDC5 micromass cultures. Probe sets plotted according to fold change regulation 

(x axis) against P-value (y ŀȄƛǎύΦ IƛƎƘƭƛƎƘǘŜŘ ǇǊƻōŜ ǎŜǘǎ ƘŀǾŜ ŀōǎƻƭǳǘŜ ŦƻƭŘ ŎƘŀƴƎŜ җ мΦр ŀƴŘ P-

value < 0.05. 
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However, due to the nature of performing multiple t-tests, it was suspected that a large number of 

ǘƘŜǎŜ ǎƛƎƴƛŦƛŎŀƴǘ ŘƛŦŦŜǊŜƴŎŜǎ ǿŜǊŜ ΨŦŀƭǎŜ ǇƻǎƛǘƛǾŜǎΩΦ ¢ƻ ǘŜǎǘ ŦƻǊ ǘƘƛǎΣ ŀ ƳƻǊŜ ǎǘǊƛƴƎŜƴǘ ŀƴŀƭȅǎƛǎ ǿŀǎ 

performed using the Benjamini-Hochberg procedure to calculate Q-values that take into 

consideration the false discovery rate. Using the more stringent analysis based on using Q-values, 

no probe sets were significantly regulated by WNT5A (Table 4.3), suggesting that the WNT5A was 

either not active, or the cells were non-responsive to it. In comparison, only a relatively small 

number of probe sets were excluded when comparing the effects of cytokines, losing just 12.8 % 

and 11.2 % of probe sets in the absence and presence of WNT5A respectively compared to the 100 % 

lost when comparing the effects of WNT5A with/without cytokines (Table 4.3). 

Despite no significant differences based on the Q-values for the effect of WNT5A, differences were 

found in the number of probe sets that were regulated by cytokines depending on the presence or 

absence of WNT5A. Results revealed that 2356 probe sets were only regulated by cytokines in the 

presence of WNT5A and 1858 probe sets were only regulated by cytokines in the absence of WNT5A 

(Figure 4.10), suggesting there may have been some effect after all. 

  

  

Effect of 
Number of probe sets regulated 

Up-regulated Down-regulated Total 

1 WNT5A without cytokines 152 156 308 

2 WNT5A with cytokines 270 255 525 

3 Cytokines without WNT5A 4608 5979 10587 

4 Cytokines with WNT5A 4626 6333 10959 

Effect of 
Number of probe sets regulated 

Up-regulated Down-regulated Total 

1 WNT5A without cytokines 0 0 0 

2 WNT5A with cytokines 0 0 0 

3 Cytokines without WNT5A 3971 5262 9233 

4 Cytokines with WNT5A 4095 5636 9731 

Table 4.2 ς Number of significantly regulated probe sets according to P-Value based on 

absolute fold change greater than or equal to 1.5 and P-Value less than 0.05 by multiple 

t-tests 

Table 4.3 ς Number of significantly regulated probe sets according to Q-Value using 

BenjaminiςHochberg procedure to take into account false discovery rate 
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Appendix Table S4.7 highlights the top 50 cytokine-regulated genes that were only regulated in the 

presence of WNT5A. Of these, Kruppel-like factor 9 (Klf9) and Protocadherin 7 (Pcdh7) were the 

most up-regulated and down-regulated genes respectively, excluding any hypothesised genes. 

Interestingly, using the less stringent analysis based on P-Values rather than Q-Values, only Pcdh7 

was regulated by WNT5A in the absence of cytokines, and interestingly was up-regulated as 

opposed to the down-regulation by cytokines in the presence of WNT5A. However, as stated, this 

is based on using P-Values, which may therefore have been a false positive. It would therefore be 

interesting to observe any changes using qRT-PCR to validate the finding. 

 

 

  

 1858 2356 7375 

-WNT5A +WNT5A 

Figure 4.10 ς Distribution of cytokine-regulated probe sets with respect to presence or 

absence of WNT5A based on probe sets deemed to be significantly regulated by cytokines 

according to Q-values. 
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4.2.6.3 Comparison of candidate genes between qRT-PCR analysis and microarray analysis 

The samples used in the right-hand figures in Figure 4.5 were used for the microarray analysis. After 

calculating which genes were significantly regulated according to the threshold criteria described 

previously, the data were compared back to the qRT-PCR analysis for confirmation of the same 

changes in gene expression. Since qRT-PCR was used to validate any findings from the microarray, 

comparisons against the microarray were based on the less-stringent P-values only to observe any 

similarities or differences that may have been hidden due to much more stringent parameters. A 

full comparison for each gene and each condition can be found in Table 4.4. 

Table 4.4 reveals that the microarray analysis was largely consistent with the findings seen by qRT-

PCR analysis, with only a small number of exceptions. Microarray analysis revealed an increase in 

Cyr61 and a decrease in Col10a1 expression by WNT5A in the absence of cytokines and an increase 

in Frzb expression by WNT5A in the presence of cytokines. However, qRT-PCR analysis of the most 

representative samples, all from the same experiment which was also analysed by the microarray, 

showed this was not the case. These are therefore false positives on the microarray. On the other 

hand, a lack of regulation of Ror2, Col2a1, Adamts4, Runx2, Ddr2, Ctgf, Nov, Wisp1 and Wisp2 by 

WNT5A conditioned medium was seen by microarray analysis in agreement with the qRT-PCR 

analysis. 

Similarly, significant down-regulation of Col2a1, Wisp1, Wisp2 and Frzb by cytokines in Vector Only 

conditioned medium, seen by the microarray analysis was in agreement with representative data 

from the qRT-PCR analysis. Similarly, up-regulation of Adamts4 and down-regulation of Cyr61, 

Wisp1, Wisp2 and Frzb by cytokines in the presence of WNT5A seen by microarray analysis was also 

in agreement with the qRT-PCR analysis. However, results obtained from the microarray did not 

agree with results for Ror2, Ctgf and Nov by cytokines either in Vector Only or WNT5A conditioned 

media, or with Col2a1 and Col10a1 by cytokines only in the presence of WNT5A. 

Together, this shows that the microarray findings were largely consistent with the findings seen by 

qRT-PCR. 
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4.2.6.4 Confirmation of gene regulation proposed by microarray analysis 

In addition to the candidate genes previously investigated, microarray analysis revealed significant 

regulation of a number of interesting genes related to the topics investigated in this thesis. qRT-

PCR was used to validate these findings. 

Using the less stringent parameters by analysing P-values only, by microarray analysis, expression 

of Anxa1, which encodes the Ca2+/phospholipid-binding protein, Annexin 1 (Sheu, et al., 2014) and 

is involved in cell migration (Cote, et al., 2010), was up-regulated by WNT5A in the absence of 

cytokines and paradoxically up-regulated by cytokines in the absence of WNT5A (Table 4.4). 

However, no such regulation was seen after Benjamini-Hochberg analysis using Q-values, and 

expression was unchanged in three experiments by qRT-PCR analysis (Figure 4.11 A; Table 4.4), 

confirming the results seen using the more stringent parameters. 

Matn3, which encodes the cartilage matrix component, matrilin 3, was down-regulated by WNT5A 

in the absence of cytokines by microarray analysis when observing P-values only (Table 4.4), 

however, this remained unchanged by qRT-PCR analysis (Figure 4.11 B; Table 4.4). However, 

microarray analysis revealed a significant down-regulation of Matn3 by cytokines in both Vector 

Only and WNT5A conditioned media after Benjamini-Hochberg analysis. qRT-PCR analysis revealed 

a similar change in expression, with CT values around 32-34 in the absence of cytokines to CT values 

around 35 and higher in the presence of cytokines (Appendix Table S4.8), and was therefore 

deemed to not be expressed in the presence of cytokines. This suggests that expression of Matn3 

was repressed by cytokine stimulation and validates the findings from the microarray. 

Conversely, expression of Prg4, which encodes Proteoglycan 4, more commonly known as lubricin, 

was significantly up-regulated by cytokine stimulation as seen by the microarray analysis after 

Benjamini-Hochberg analysis (Table 4.4). In agreement, massive up-regulation of Prg4 was seen by 

qRT-PCR, with CT values higher than the limits of detection (35+) in the absence of cytokines to 

around 27-29 in the presence of cytokines (Appendix Table S4.8). This therefore suggests the Prg4 

was induced by cytokine stimulation.  
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  Anxa1 

(Annexin A1) 

Matn3 

(Matrilin 3) 

A 

B 

Figure 4.11 ς Confirmation of gene regulation changes seen by microarray analysis by qRT-

PCR. Steady-state mRNA expression levels of Anxa1 (A), Matn3 (B) and Prg4 (C) were analysed 

by qRT-PCR. Data shown from the same samples used for microarray analysis (and right-hand 

figures in Figure 4.5), which were representative across three experiments. ND = not detected. 

CT values can be found in Appendix Table S4.8 

Prg4 

(Proteoglycan 4/Lubricin) 
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4.2.6.5 Pathway Analysis 

All significantly regulated probe sets, as determined by Benjamini-Hochberg analysis using Q-values, 

were subject to pathway analysis using the freely available DAVID software to identify entire 

pathways that may be regulated by cytokine stimulation, based upon known genes within the 

pathway. Table 4.5 highlights the top 10 pathways that were significantly regulated in each 

comparison, ranked by their significance as determined by Benjamini-Hochberg analysis. Since no 

genes were regulated by WNT5A conditioned media stimulation as determined by the Benjamini-

Hochberg analysis, only probe sets identified by the effect of cytokine stimulation were analysed. 

Pathway analysis results showed similar pathways were being regulated by cytokines irrespective 

of the presence or absence of WNT5A (Table 4.5). Interestingly, the results showed that cytokine 

stimulation of differentiated ATDC5 micromass cultures highly regulated WNT signalling (Table 4.5). 

Closer inspection of the result revealed that both the canonical and non-canonical pathways were 

regulated, with all genes listed in the WNT5A pathway being regulated and several genes in the 

canonical pathway (Figure 4.12). However, due to the limitations of the DAVID software, the results 

do not determine whether the pathways were up-regulated or down-regulated as DAVID only 

calculates results based on the gene IDs entered and not any fold changes. Closer inspection of 

individual genes revealed that Wnt5a itself was down-regulated by cytokine stimulation (around 

3.5x to 10x down-regulated, depending on probe set). This decrease in Wnt5a was also confirmed 

at the protein level (n=1) in both cell lysates and conditioned media (Figure 4.14). Its main receptor, 

Ror2, was also down-regulated as previously stated (Table 4.4). These results suggest cytokine 

stimulation of ATDC5 micromass cultures inhibit the WNT5A pathway.  

Another interesting pathway that was highly regulated by cytokine stimulation was the focal 

adhesion pathway (Figure 4.13), with down-regulation of several pathway members including 

various genes that encode for integrin members, ROCK, JNK and ERK1/2 (fold change data not 

shown), suggesting inhibition of the pathway. Since focal adhesions are important in migration, this 

may have ramifications for the data described in Chapter 5, which focuses on adhesion and 

migration of ATDC5 cells 
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Rank Pathway P-value BH Q-value 

    

Effect of cytokines in the absence of WNT5A   

1 Pathways in cancer 1.80E-12 3.40E-10 

2 Ubiquitin mediated proteolysis 1.40E-11 1.40E-09 

3 Cell cycle 3.20E-09 2.10E-07 

4 Wnt signalling pathway 1.90E-07 9.20E-06 

5 Colorectal cancer 2.90E-07 1.10E-05 

6 Prostate Cancer 1.40E-06 4.10E-05 

7 Renal cell carcinoma 1.60E-06 4.40E-05 

8 MAPK signalling pathway 1.70E-06 4.60E-05 

9 Spliceosome 4.60E-06 9.80E-05 

10 Insulin signalling pathway 1.20E-05 2.30E-04 

11 Progesterone-mediated oocyte maturation 1.30E-05 2.40E-04 

12 Focal adhesion 1.60E-05 2.50E-04 

13 Chronic myeloid leukaemia 2.20E-05 3.30E-04 

14 Pyrimidine metabolism 4.10E-05 5.60E-04 

15 Endocytosis 7.00E-05 9.00E-04 

    

Effect of cytokines in the presence of WNT5A   

1 Pathways in cancer 2.00E-10 3.80E-08 

2 Ubiquitin mediated proteolysis 5.20E-10 5.10E-08 

3 Wnt signalling pathway 2.20E-09 1.40E-07 

4 Renal cell carcinoma 1.50E-07 7.30E-06 

5 Insulin signalling pathway 4.60E-07 1.80E-05 

6 MAPK signalling pathway 7.40E-07 2.40E-05 

7 Chronic myeloid leukaemia 1.10E-06 2.90E-05 

8 Prostate cancer 2.60E-06 6.20E-05 

9 Neurotrophin signalling pathway 5.60E-06 1.20E-04 

10 Adherens junction 9.50E-06 1.80E-04 

11 Colorectal cancer 1.00E-05 1.80E-04 

12 mTOR signalling patway 2.30E-05 3.70E-04 

13 ErbB signalling pathway 3.90E-05 5.80E-04 

14 Focal adhesion 5.50E-05 7.50E-04 

15 Glioma 8.30E-05 1.10E-03 

Table 4.5 ς Effect of cytokines on pathway regulation. Top 15 significantly regulated pathways 

in the absence and presence of WNT5A as determined using DAVID software ranked by 

Benjamini-Hochberg (BH) Q-Values 
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Figure 4.14 ς Cytokine stimulation down-regulates WNT5A. Changes in WNT5A expression by 

microarray were confirmed by western blot in cell lysates and TCA-precipitated conditioned 

media after 24 hours and 48 hours, probing for WNT5A using a WNT5A-specific antibody. Arrow 

= possible detection of human WNT5A-FLAG present in conditioned medium used to stimulate 

cells. Ability for WNT5A antibody to detect WNT5A-FLAG confirmed in Appendix Figure S4.1. 

Endogenous mouse WNT5A = 42.35 kDa (isoform 1) or 40.89 kDa (isoform 2). Human WNT5A-

FLAG = 44.99 kDa. -̡Actin used as loading control (41.74 kDa). Molecular weights based on 

amino acid sequence. Experiment performed once. 
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4.3 Discussion 

Understanding gene regulation in an osteoarthritic-like setting is important to help understand the 

mechanisms of the disease. This chapter took a number of approaches and described a new model 

with similarities to an established model of early OA, revealing novel gene regulation. 

4.3.1 Gene regulation in non-induced WNT5A-overexpressing clones 

4.3.1.1 Ror2 

Overexpression of WNT5A in non-induced ATDC5 cells revealed interesting results. A slight trend 

was observed towards increased expression of Ror2 in WNT5A-overexpressing cells, although this 

did not reach significance (Figure 4.2 A). WNT5A expression has been shown to positively correlate 

with ROR2 expression, and can positively regulate ROR2 expression in various cell lines at the RNA 

and protein levels (O'Connell, et al., 2010; Yuan, et al., 2011). Interestingly, inducible 

overexpression of WNT5A in a transgenic mouse decreased ROR2 expression at the protein level in 

vivo in embryonic and adult intestinal cells, but had no effect at the RNA level, suggesting ROR2 

may undergo endocytosis and lysosomal degradation (Bakker, et al., 2012). Identification of ROR2 

protein expression was not carried out in this study, so it remains unknown whether WNT5A may 

regulate ROR2 expression in a similar manner in this system. 

4.3.1.2 Adamts4 and Adamts5 

WNT5A also did not regulate Adamts4 or Adamts5 expression in non-induced overexpressing clones, 

although micromass culture did increase expression of Adamts4 both in Vector Only and WNT5A 

clones (Figure 4.2 C-D). Exogenous WNT5A has previously been shown to regulate expression of 

ADAMTS5 in chick beak mesenchyme micromass cultures, which led to the destruction of the 

proteoglycan rich matrix (Hosseini-Farahabadi, et al., 2013). To date, no such link between WNT5A 

and Adamts4 has been made. 

4.3.1.3 Grem1 

Up-regulation of Grem1 (gremlin-1) was observed in WNT5A-overexpressing clones (Figure 4.2 G). 

Gremlin-1 is a secreted BMP antagonist that may indirectly antagonise WNT signalling (Gazzerro, et 

al., 2007). No direct link has been made between WNT5A signalling and Grem1 expression. 

However, WNT5A has been shown to be important in BMP-2-induced osteogenesis, such that 

inhibition of WNT5A, which is up-regulated in BMP-2-induced osteogenesis, inhibits osteogenesis 

in the mouse MC3T3-E1 pre-osteoblastic cell line (Nemoto, et al., 2012). BMP-2 is known to increase 

Grem1 expression, and Gremlin-1 is known to bind and inhibit BMP-2, creating a negative feedback 
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loop (Pereira, et al., 2000), although this may be concentration dependent (Nissim, et al., 2006). It 

would therefore be interesting to identify the state of BMP-2 regulation in this system. 

4.3.1.4 Alpl, Runx2 and Ddr2 

Down-regulation of Alpl (alkaline phosphatase) was seen in WNT5A overexpressing cells (Figure 4.2 

H), consistent with reports that WNT5A prevents hypertrophy (Hartmann & Tabin, 2000; Church, 

et al., 2002; Bradley & Drissi, 2010), however, levels of Runx2 and Ddr2 were not regulated by 

WNT5A overexpression (Figure 4.2 E-F), two important factors in hypertrophic differentiation, 

discussed in Chapter 3. However, it is important to note that overexpressing clones were not 

induced to undergo differentiation with insulin and did not exhibit increased levels of Col2a1 (Figure 

4.2 B), so any WNT5A-mediated regulation of other hypertrophic factors may depend on the 

differentiation status of the cell. 

4.3.1.5 CCN Growth Factor Family 

Of the CCN family of growth factors, WNT5A overexpression increased expression of Cyr61 (Figure 

4.2 I). No direct regulation of Cyr61 by WNT5A has been reported, although WNT5A and CYR61 

have been reported to be both up-regulated in liver fibrosis at the protein level (Rashid, et al., 2012) 

and dermal remodelling following CO2 laser-mediated ablative fractional resurfacing of human skin 

ŦƻƭƭƻǿƛƴƎ ŀōŘƻƳƛƴƻǇƭŀǎǘȅ όάǘǳƳƳȅ ǘǳŎƪέύ ŀǘ ōƻǘƘ ǘƘŜ Ƴwb! ŀƴŘ ǇǊƻǘŜƛƴ ƭŜǾŜƭǎ (Kim, et al., 2013b). 

Microarray analysis did reveal a significant increase of Cyr61 with WNT5A conditioned medium 

stimulation of differentiated cells, although subsequent validation by qRT-PCR analysis revealed 

this not to be the case (discussed later). A slight decrease in Wisp1 expression was also seen (Figure 

4.2 L), although expression in the individual clones did not seem to differ apart from in one clone. 

Interestingly, WNT5A has been suggested to increase WISP1 expression after crush injury of human 

saphenous vein based on their expression from microarray data, although this was not confirmed 

by qRT-PCR or further experiments (Price, et al., 2004). 

It is important to note however that these data are from a preliminary experiment performed once 

and so absolute conclusions about the effect of WNT5A-overexpression in non-induced ATDC5 cells 

cannot be made without further experiments. A summary of the data can be found in Table 4.6. 
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4.3.2 ATDC5 clones failed to differentiate 

Upon identification of gene regulation in non-induced cells, gene regulation was to be investigated 

in insulin-induced cells to identify potential differential regulation based upon the differentiated 

state of the cells. Unfortunately, ATDC5 clones failed to differentiate, as noted by low Col2a1 

expression, the lack of cartilage-like nodules and rich matrix observed macroscopically and flatter, 

larger cells reminiscent of undifferentiated cells (data not shown). 

It is possible upon stable integration into the genome that the linearised plasmid interfered with 

the expression of, or knocked out genes crucial to differentiation. Due to the nature of cloning, it is 

possible that not all clones generated may have interfered with this pathway, as evidenced by the 

increased expression of Col2a1 in Clone 6 (WNT5A-overexpressing clone), which macroscopically 

did appear to, at least partially, undergo chondrogenesis. 

However, due to this uncertainty and the lack of chondrogenesis in even Vector Only clones and 

interesting results in another model using conditioned media on differentiated cells, the decision 

was made to pursue results found in the conditioned media model. 

4.3.3 WNT5A-mediated gene regulation using conditioned media on differentiated 

ATDC5 micromass cultures 

Since the generated clones tested appeared to fail to undergo chondrogenesis, conditioned 

medium from ATDC5 cells transiently overexpressing WNT5A was used. This also enabled the 

observation of the effect of WNT5A in already differentiated cells, and in a disease-like context, 

Gene 

Association/Family 
Up-regulated Down-regulated No Regulation 

Chondrocytic 

 Col2a1 (micromass) 

Alpl 

Col2a1 (monolayer) 

Runx2 

Ddr2 

WNT Signalling 
Grem1 (micromass)  Grem1 (monolayer) 

Ror2 

CCNs 

Cyr61 Wisp1 (monolayer) 

Wisp2 (micromass) 

Ctgf 

Nov 

Wisp1 (micromass) 

Wisp2 (monolayer) 

Metalloproteinases 
  Adamts4 

Adamts5 

Table 4.6 ς Summary of basal gene regulation in non-induced WNT5A clones compared to 

Vector Only clones  
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since most studies of WNT5A in cartilage have investigated its effect on chondrogenesis. 

Experiments were analysed both by qRT-PCR to investigate candidate genes and by microarray for 

a global investigation. 

4.3.3.1 Cyr61 

Interestingly, microarray analysis revealed 1.8-fold up-regulation of Cyr61 by WNT5A in the absence 

of cytokines (Table 4.4), reminiscent of the up-regulation previously found in, albeit non-induced, 

WNT5A-overexpressing clones (Figure 4.2 I). However, qRT-PCR analysis of four individual 

experiments revealed no such regulation and this was not deemed to be significant after Benjamini-

Hochberg analysis of Q-values. Although a slight increase in Cyr61 expression by WNT5A in the 

absence of cytokines was found by qRT-PCR in two experiments, including the samples sent for 

microarray analysis, this did not reach significance (Figure 4.11 A) and no trend was found in the 

other two experiments. 

4.3.3.2 Col10a1 

Similarly, Col10a1 was revealed to be significantly decreased 1.5-fold by microarray analysis by 

WNT5A (Table 4.4). However, by qRT-PCR analysis, this regulation was only seen in one out of three 

experiments, and intriguingly not in the samples that were also used for the microarray (Figure 4.11 

B), suggesting that this was another false-positive. However, Col10a1 was decreased by cytokine 

stimulation, in contrast to the established increase seen in osteoarthritic cartilage (von der Mark, 

et al., 1995; Girkontaite, et al., 1996). However, in agreement with the cytokine effect confirmed 

by qRT-PCR, COL10A1 Ƙŀǎ ǇǊŜǾƛƻǳǎƭȅ ōŜŜƴ ǎƘƻǿƴ ǘƻ ōŜ ŘŜŎǊŜŀǎŜŘ ōȅ ŎȅǘƻƪƛƴŜ ǎǘƛƳǳƭŀǘƛƻƴ ōȅ ¢bCʰ 

in porcine chondrocyte micromass cultures (Schlichting, et al., 2014). 

4.3.3.3 Anxa1 (Annexin A1) 

Microarray analysis revealed Anxa1, which encodes annexin A1, a lipocortin protein involved in 

calcium and phospholipid binding (Damazo, et al., 2007), was up-regulated 1.5-fold in response to 

WNT5A stimulation in the absence of cytokines, however, this was not seen by qRT-PCR analysis of 

three experiments and was not deemed to be significant after Benjamini-Hochberg analysis of Q-

values (Figure 4.11 A; Table 4.4). No direct link between Anxa1 and WNT5A has previously been 

made. However, annexin A1 is an important component in the induction of migration and invasion 

in a number of cell types, including endothelial cells (Cote, et al., 2010), breast carcinoma cells (Kang, 

et al., 2012) and myoblasts (Bizzarro, et al., 2012), as is WNT5A, discussed in Chapter 5. It has also 

been shown to be important for the normal development of the mouse skull, with knockout mice 

having a delay in the formation of the sagittal suture system and having a thicker, more mineralised 
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frontal bone (Damazo, et al., 2007).  It would therefore be interesting to see if migration of ATDC5 

cells is mediated by Annexin A1, for example, by silencing Anxa1 expression. 

4.3.3.4 Matn3 (Matrilin 3) 

Expression of Matn3, which encodes the non-collagenous ECM component matrilin 3, was 

significantly down-regulated 2.1-fold by WNT5A stimulation in the absence of cytokines, making it 

the 39th most regulated probe in that comparison, although it was not deemed significant based on 

Q-values (Appendix Table S4.3). qRT-PCR analysis of three experiments also revealed no such 

changes in expression (Figure 4.11 B; Table 4.4). No direct link has been made with WNT5A and 

Matn3 expression. However, functional Matn3 knockout mice exhibit an enlarged hypertrophic 

zone in the growth plate, with increases in type X collagen, indicating that matrilin 3-null 

chondrocytes prematurely enter hypertrophic differentiation (van der Weyden, et al., 2006). A 

down-regulation of Matn3 seen by the microarray would therefore suggest entry into hypertrophic 

ŘƛŦŦŜǊŜƴǘƛŀǘƛƻƴΣ ƛƴ ŎƻƴǘǊŀǎǘ ǘƻ ²b¢р!Ωǎ ŜǎǘŀōƭƛǎƘŜŘ ǊƻƭŜ ƛƴ ǇǊŜǾŜƴǘƛƴƎ ǘƘƛǎ όŘƛǎŎǳǎǎŜŘ ǇǊŜǾƛƻǳǎƭȅύΦ 

However, a lack of increase in other hypertrophic markers by WNT5A stimulation, such as Col10a1, 

Runx2 and Ddr2, and a lack of regulation seen by qRT-PCR, suggest this is not the case.  

4.3.3.5 Variation in WNT5A-mediated gene regulation between experiments 

Interesting regulation by WNT5A was found in a number of candidate genes by qRT-PCR in an initial 

experiment, however, as just described, these were not reproducible. This may highlight a potential 

problem with using conditioned media from transiently transfecting cells. Although care was taken 

to ensure each transfection was performed under the same conditions, confirming the presence of 

WNT5A in each batch of conditioned medium via western blotting, batch to batch variation may 

still occur, affecting expression levels, potency and activity.  

In future, it may therefore be necessary to confirm activity of each batch of generated conditioned 

media using a reporter assay. One such assay that is used in the literature is the WNT5A-mediated 

ƛƴƘƛōƛǘƛƻƴ ƻŦ ʲ-catenin-dependent WNT signalling via a TCF/Lef reporter, such as TOPFlash (Ekstrom, 

et al., 2011). An initial attempt was made using the TOPFlash reporter, however, the results were 

inconclusive as no luminescence could be read for any condition, including a positive control using 

rHWNT3A stimulation (data not shown). It is not known whether this was due to user error or lack 

of optimisation of the protocol. Regardless, depending on the receptor context, WNT5A may not 

ƛƴƘƛōƛǘ ʲ-catenin-dependent WNT signalling, but enhance it (Mikels & Nusse, 2006). Since WNT5A 

is known to activate other pathways, such as the JNK/AP-1 pathway, an AP-1 reporter could also be 

used to confirm WNT5A activity in conditioned media before stimulating experiments (De Cat, 2003; 

Nishita, et al., 2010).  
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However, principle component analysis of microarray data did reveal separation of Vector Only and 

WNT5A-stimulated samples (Figure 4.6), indicating different gene expression patterns between the 

conditions. Indeed, 308 and 525 probe sets were significantly (P < 0.05) regulated at least 1.5-fold 

due to WNT5A stimulation in the absence or presence of cytokines (Table 4.2) although these may 

have been false positives as these were not deemed to be significant after Benjamini-Hochberg 

analysis. 

However, it has been reported that FRZB (also known as secreted Frizzled-Related Protein 3/SFRP3) 

can bind to WNT5A (Yamada, et al., 2013) and inhibit WNT5A signalling and WNT5A-mediated 

migration and invasion in a human malignant melanoma cell line (Ekstrom, et al., 2011). This thesis 

has previously shown that insulin-induced, ascorbic acid-stimulated micromass cultures of ATDC5 

cells, used in the WNT5A stimulation experiments, express high levels of Frzb at the mRNA level 

(Figure 3.10 B). However, other reports have shown WNT5A may inhibit the activity of FRZB, as 

shown in mouse cochlear extension, which is inhibited by incubation with FRZB and rescued with 

WNT5A (Qian, et al., 2007), suggesting that the antagonistic roles of WNT5A and FRZB on each 

other may be context dependent. 

4.3.4 Cytokine-mediated gene regulation by qRT-PCR in differentiated ATDC5 

micromass cultures 

In comparison to WNT5A, cytokines had a more dramatic effect, with microarray analysis revealing 

significant regulation of 20-30 fold more genes using the less stringent P-values (Table 4.2), and to 

a much greater extent (Appendix Table S4.5 and S4.6). 

4.3.4.1 Ror2 

Cytokine stimulation revealed consistent and interesting results. By qRT-PCR, a consistent trend 

towards down-regulation was observed in Ror2 expression with cytokine stimulation (Figure 4.5 A). 

This is an interesting and apparently novel finding. Of interest, an increase in ROR2 expression was 

seen in cells differentiating along the osteogenic lineage in response to IL-мʲ ƛƴ ƘǳƳŀƴ .a{/ǎ 

(Sonomoto, et al., 2012) or IL-6, of which family OSM is a member of (Richards, 2013), along with 

soluble IL-6 receptor (sIL-6R) in human ADSCs (Fukuyo, et al., 2014). In keeping with this, the ROR2 

ligand, WNT5A, was also down-regulated by cytokine stimulation, revealing novel regulation, 

discussed later. 

4.3.4.2 Col2a1 

Expression of Col2a1 was also decreased with cytokine stimulation (Figure 4.5 B). Stimulation of 

porcine chondrocyte micromasses with TNF-ʰ ǘƻ ƛƴŘǳŎŜ ƻǎǘŜƻŀǊǘƘǊƛǘƛŎ-like changes also revealed 
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down-regulation of COL2A1 (Schlichting, et al., 2014). IL-мʲ Ƙŀǎ ŀƭǎƻ ōŜŜƴ ǊŜǇƻǊǘŜŘ ǘƻ ŘŜŎǊŜŀǎŜ 

COL2A1 expression in human OA chondrocytes (Roman-Blas, et al., 2007; Akhtar, et al., 2011) and 

bovine articular chondrocytes cultured on polyHEMA to preserve the differentiated phenotype, 

discussed in Chapter 1 (Roman-Blas, et al., 2007). Expression of Col2a1 was also decreased in a 

mouse DMM model of OA six hours post-surgery by microarray analysis, validated by qRT-PCR 

(Burleigh, et al., 2012). This finding is therefore in line with other works reported in literature. 

Interestingly, WNT5A has previously been shown to enhance IL-м-̡mediated decrease in type II 

collagen in rabbit articular chondrocytes (Ryu & Chun, 2006). 

4.3.4.3 Runx2 and Ddr2 

Decreases in Runx2 and Ddr2 were also seen with cytokine stimulation (Figure 4.5 D-E). As 

previously discussed in Chapter 3, RUNX2 and DDR2 are key players in hypertrophic differentiation, 

both of which have been shown to mediate expression of MMP13 (Xu, et al., 2005; Boumah, et al., 

2009; Shimizu, et al., 2010), a major collagen-degrading enzyme in osteoarthritis. However, 

ŎȅǘƻƪƛƴŜ ǎǘƛƳǳƭŀǘƛƻƴ ǿƛǘƘ ¢bCʰ ƻǊ L[-мʲ Ƙŀǎ ōŜŜƴ ǎƘƻǿƴ ǘƻ ŘŜŎǊŜŀǎŜ ŜȄǇǊŜǎǎƛƻƴ ƻŦ RUNX2 in pre-

osteoblastic cells and during osteogenesis (Gilbert, et al., 2002; Ding, et al., 2009). Interestingly in 

cho/+ mice, a chondrodysplasia model that uses a frameshift mutation in Col11a1 a1 to model OA-

like changes (Li, et al., 1995), expression of DDR2 mRNA and protein is increased compared to wild-

type mice (Xu, et al., 2005). DDR2 has also been found to be increased in cartilage from humans 

with OA and in mice with surgically-induced OA (Xu, et al., 2007a). Culture of chondrocytes on type 

II collagen has been reported to lead to a DDR2-mediated increase in Mmp13 expression, but no IL-

1 transcripts could be detected (Xu, et al., 2005). Similarly, treatment of a human immortalised 

chondrocyte cell line with IL-1 receptor antagonist (IL-1RA) failed to inhibit the DDR2-mediated 

increase in MMP13 expression (Xu, et al., 2007a), indicating IL-1 is not involved in MMP13 

regulation by DDR2. The cytokine-mediated down-regulation of Ddr2 in this present study is 

therefore an intriguing and novel finding, and would therefore be interesting to see whether DDR2 

protein is affected in the same manner. 

4.3.4.4 CCN Growth Factor Family 

4.3.4.4.1 Cyr61 

Microarray and qRT-PCR analysis revealed a significant decrease in Cyr61 expression by cytokine 

stimulation in the presence of WNT5A, with a definite trend towards down-regulation in three out 

of four experiments by cytokine stimulation in Vector Only conditioned medium by qRT-PCR 

analysis. Similarly, a previous study has shown expression of CYR61 decreased in a human 

ŎƘƻƴŘǊƻŎȅǘŜ ŎŜƭƭ ƭƛƴŜ ōȅ ǎǘƛƳǳƭŀǘƛƻƴ ǿƛǘƘ ¢bCʰΣ ŀƴƻǘƘŜǊ ƛƴŦƭŀƳƳŀǘƻǊȅ ŎȅǘƻƪƛƴŜ (Moritani, et al., 
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2005). However, in human osteoblasts and osteoblast-like cells, various cytokines, including IL-мʲΣ 

IL-сΣ h{a ŀƴŘ ¢bCʰΣ ƛƴŎǊŜŀǎŜŘ ŜȄǇǊŜǎǎƛƻƴ ƻŦ /¸wсмκ//bм ǇǊƻǘŜƛƴ ŀƴŘ Ƴwb! (Schutze, et al., 1998; 

Wu, et al., 2012). Cytokine-mediated regulation of Cyr61 may therefore be cell/context dependent. 

This decrease in expression may therefore potentially reveal novel regulation of Cyr61 in 

chondrocytes by IL-мʰ ŀƴŘ h{a ǎǇŜŎƛŦƛŎŀƭƭȅΦ 

4.3.4.4.2 Ctgf 

Ctgf, which is increased in human osteoarthritic cartilage with worsening severity (Omoto, et al., 

2004), was decreased by cytokine stimulation. Basal ƭŜǾŜƭǎ ƻŦ /¢DC ŀƴŘ ¢DCʲ-induced CTGF have 

been shown to be decreased by IL-мʰ ŀǘ ǘƘŜ Ƴwb! ŀƴŘ ǇǊƻǘŜƛƴ ƭŜǾŜƭΣ ŀƴŘ ōȅ L[-мʲ ŀǘ ǘƘŜ Ƴwb! 

level in human dermal fibroblasts (Nowinski, et al., 2010). Similarly, CTGF/CCN2 protein expression 

ƛǎ ŘŜŎǊŜŀǎŜŘ ōȅ ¢bCʰ ŀƴŘ L[-мʲ ƛƴ ƘǳƳŀƴ Nucleus Pulposus cells via NF-ˁ. ǎƛƎƴŀƭƭƛƴƎ (Tran, et al., 

2014) and IL-мʲ ƛǎ ƪƴƻǿƴ ǘƻ Řƻǿƴ-regulate CTGF expression in human OA chondrocytes (Masuko, 

et al., 2010). Interestingly, CTGF/CCN2 can also suppress the induction of IL-м-̡regulated genes in 

Nucleus Pulposus cells, such as ADAMTS5 and MMP3 (Tran, et al., 2014), indicating CTGF/CCN2 has 

anti-catabolic properties. Nevertheless, the down-regulation of Ctgf in this thesis is therefore in-

line with previously published reports on cytokine signalling. 

4.3.4.4.3 Wisp1 

Regardless of the presence or absence of WNT5A, cytokine stimulation of differentiated ATDC5 

micromass cultures significantly down-regulated expression of Wisp1, as seen by both microarray 

and qRT-PCR analysis (Table 4.4). WISP1/CCN4 protein was found to be up-regulated in murine OA 

knee joints after collagenase-induced OA, as well as in the STR/Ort mouse model of spontaneous 

OA and also in human OA cartilage (Blom, et al., 2009). Interestingly, injection of Wisp1 adenovirus 

into murine knee joints, which resulted in increased expression of Adamts4 and Adamts5 in the 

synovium in wild-type mice, revealed no significant differences in Adamts4 or Adamts5 expression, 

nor changes in cartilage destruction/neo-epitope formation in IL-мʰκL[-м-̡null mice compared to 

wild-type, suggesting that the effects of WISP1/CCN4 in cartilage-destruction is not dependent on 

the downstream effects of IL-мʰ ŀƴŘ L[-мʲ (Blom, et al., 2009). The reduction of Wisp1 as a result 

of cytokine stimulation in this thesis is therefore an interesting finding. 

4.3.4.4.4 Wisp2 

Similar to Wisp1, expression of Wisp2 also decreased with cytokine stimulation as seen by both 

microarray and qRT-PCR analysis (Table 4.4). Little is known about the involvement of WISP2/CCN5 

and osteoarthritis in comparison to the other CCN members, although it has been shown at the 

mRNA level to be preferentially detected in the synovium of RA patients compared to OA patients 
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(Tanaka, et al., 2005). However, shear stress at 0.82 Pa of human OA chondrocytes did reveal a 1.6-

fold decrease in WISP2 expression by microarray analysis (Lee, et al., 2009). However, in a mouse 

DMM model of OA, microarray analysis revealed a significant up-regulation of Wisp2 six hours post-

surgery, 4.6-fold as validated by qRT-PCR (Burleigh, et al., 2012), and was also up-regulated in a rat 

medial meniscus tear model 1.6-2.2-fold 3-21 days post-surgery by microarray analysis (Wei, et al., 

2010). This decrease in Wisp2 by IL-мʰ ŀƴŘ h{a ǎǘƛƳǳƭŀǘƛƻƴ in this thesis is therefore an interesting 

and potentially novel finding. 

4.3.4.5 Lcn2 (Lipocalin 2) 

The most regulated gene by cytokine stimulation, regardless of the presence or absence of WNT5A, 

was Lcn2 (Appendix Table S4.5 and S4.6), which encodes the adipokine lipocalin 2. This has 

previously been shown to be very strongly up-regulated by IL-мʲ ǎǘƛƳǳƭŀǘƛƻƴ ƛƴ !¢5/р ŎŜƭƭǎΣ a 

human chondrocytic cell line and in primary human chondrocytes at the mRNA and protein levels 

(Conde, et al., 2011). Lipocalin 2 is also expressed in osteoarthritic cartilage and has been shown to 

form a complex with MMP9, protecting it from degradation, demonstrating a possible mechanism 

for lipocalin 2 to contribute to cartilage degradation (Gupta, et al., 2007). It has also been suggested 

to be a marker of late-phase/hypertrophic differentiation, increasing in expression in differentiating 

ATDC5 cells when cells switched from Col2a1 expression to Col10a1 expression (Conde, et al., 2011). 

The increase in Lcn2 in this present study is therefore in agreement with previously published work 

and highlights the relevance of this model to osteoarthritis and osteoarthritic changes. 

4.3.4.6 Prg4 (Proteoglycan 4/Lubricin) 

Also amongst the most highly up-regulated genes by cytokine stimulation regardless of the 

presence or absence of WNT5A was Prg4 (Table 4.4; Appendix Table S4.5, S4.6), which encodes the 

superficial zone marker, proteoglycan 4, more commonly known as lubricin. Lubricin has a well-

defined role in protecting cartilage, as the name suggests, by providing lubrication to the joint, 

protecting the joint from damage (Rhee, et al., 2005; Jay, et al., 2010). Interestingly, IL-мʰ 

stimulation of primary rat mandibular condylar chondrocytes and cartilage explants from bovine 

stifle joints have previously been shown to decrease expression of Prg4/lubricin (Schmidt, et al., 

2008; Cheng, et al., 2010), in contradiction to the results seen in this thesis by microarray. A 

decrease in PRG4/lubricin expression was also found in a sheep model of early OA by lateral 

meniscectomy (Young, et al., 2006). The increase of Prg4 observed in this thesis by cytokine 

stimulation may therefore present novel regulation of Prg4 by IL-мʰ ŀƴŘ h{aΦ However, in a bovine 

articular cartilage explant injury model, levels of PRG4/lubricin increased following injury (Jones, et 

al., 2009), suggesting lubricin may act in response to cartilage damage to help protect the cartilage 
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from further damage. In agreement with this, mice overexpressing Prg4 under the control of the 

Col2a1 promoter are protected from the development of OA (Ruan, et al., 2013). 

4.3.4.7 WNT Pathway 

Pathway analysis revealed strong down-regulation of the WNT5A pathway, regardless of the 

presence or absence of WNT5A in the conditioned media (Table 4.5; Figure 4.12). This was 

confirmed in one experiment at the protein level in both cell lysates and conditioned medium 

(Figure 4.14). Not only was Wnt5a itself significantly down-regulated, but a number of members in 

the WNT5A signalling cascade were also down-regulated, including its cognate receptor, Ror2, and 

many members of the frizzled receptors. This is in contrast to previously established regulation of 

WNT5A which has been shown to be increased in response to IL-мʲ ǎǘƛƳǳƭŀǘƛƻƴ (Ge, et al., 2011; 

Sonomoto, et al., 2012), revealing novel regulation of WNT5A by cytokine stimulation. 

Intriguingly, strong down-regulation of the canonical pathway was also observed by cytokine 

stimulation, including a down-regulation of Ctnnb1 ό-̡catenin) and TCF/LEF (Table 4.5; Figure 4.11; 

fold change data not shown), suggesting a total overall down-regulation of the WNT pathways. 

However it should be noted that Wnt5a, which can also activate the canonical WNT pathway 

depending on receptor context, was the only WNT ligand that was significantly regulated by 

cytokine stimulation (data not shown). Since aberrant WNT signalling is often associated with 

osteoarthritis, down-regulation of the WNT pathways may suggest an attempt at protecting against 

damage, in agreement with the very strong up-regulation of Prg4 also seen. 

4.3.4.8 Focal Adhesion Pathway 

Pathway analysis revealed strong regulation of the focal adhesion pathway due to cytokine 

stimulation of ATDC5 micromass cultures. Several members of this pathway were down-regulated, 

including genes that encode for ROCK, JNK and ERK1/2. It has been shown in adherent fibroblasts 

that focal adhesions are enriched with IL-1 receptors required for IL-1 signalling (Qwarnstrom, et 

al., 1988; Dower, et al., 1990), as well as in chondrocytes (Luo, et al., 1997), which can mediate 

ROCK, JNK and ERK signalling (Wang, et al., 2011; Rafferty, et al., 2012). Down-regulation of a 

number of these genes may therefore represent a negative feedback loop to protect the cell from 

the potential harmful effects of the cytokines, as also seen by the large increase in Prg4, as 

previously discussed. 

4.3.5 Similarities with an OA model microarray 

In addition to the similarities in expression of Col2a1 and Adamts4 previously discussed, the 

microarray analysis revealed a number of other genes with similar expression patterns to a 
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microarray analysis conducted on a DMM model of OA, six hours post-surgery. Expression of Saa3 

(serum amyloid a3), Il6, Ccl7 (chemokine (C-C motif) ligand 7) and Mmp3 were amongst the top 15 

most highly up-regulated genes in this thesis following cytokine stimulation both in the presence or 

absence of WNT5A (Appendix Table S4.5, S4.6) and were also amongst the most highly up-regulated 

six hours post DMM surgery (Burleigh, et al., 2012). These genes, amongst others, were not 

significantly regulated four weeks post-surgery in the DMM model (Burleigh, et al., 2012). Together, 

these similarities further suggest cytokine-stimulated ATDC5 micromass cultures may be a good 

alternative model of experimental osteoarthritis. This enables investigation into the gene 

regulation changes and signalling events in a model resembling cartilage changes in early 

osteoarthritis which otherwise may not be possible from cartilage obtained from patients with end-

stage OA undergoing joint replacement surgery. 

4.4 Summary 

Several genes were found to be regulated by WNT5A in differentiated ATDC5 micromass cultures 

by microarray analysis, revealing potentially novel pathways stimulated by WNT5A, including Anxa1 

(annexin a1), which has been associated with increased migration and invasion in a number of cells, 

which WNT5A has also been attributed to. However, of three genes chosen for validation by qRT-

PCR, no such regulation by WNT5A was revealed, indicating these may have been false positives. 

Variation in WNT5A-mediated signalling seen by qRT-PCR between experiments revealed possible 

batch to batch variation in the potency and activity of WNT5A in conditioned media from transiently 

transfected ATDC5 cells, highlighting the need for a more consistent approach by testing the activity 

of WNT5A via various reporter assays, or using a commercially available active source. 

Finally, cytokine stimulation, which very strongly regulated several genes, revealed interesting and 

novel results, down-regulating the WNT5A pathway regardless of the presence or absence of 

WNT5A in the conditioned media as well as several CCN family members, adding to the previously 

established link between the cytokine, WNT signalling and CCN signalling pathways in some novel 

ways. 
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Chapter 5 

Investigating ATDC5 migration and invasion and the potential 

modulation by cytokine and WNT signalling 

Chapter 5 ς Investigating ATDC5 migration and invasion and the potential modulation by cytokine and 

WNT signalling 
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5.1 Introduction 

5.1.1 Migration and invasion in cartilage and chondrogenesis 

One of the initial stages of chondrogenesis during the development of cartilage is the migration of 

chondroprogenitor cells from the developing paraxial mesoderm, lateral plate mesoderm or cranial 

neural crest via cellular condensation to form aggregates of chondroprogenitor cells, directed by 

cell-cell and cell-matrix interactions to form the axial, limb and craniofacial skeletons respectively 

(Olsen, et al., 2000). One such matrix component, fibronectin, is enriched in cellular aggregates 

during chondrogenesis (Dessau, et al., 1980; Gehris, et al., 1997) and has previously been shown to 

increase cellular condensation during chondrogenesis via peanut agglutinin (PNA) staining by 

plating micromass cultures on top of it (White, et al., 2003).  

Chondroprogenitor cells are characterised by their enhanced ability to adhere to fibronectin 

compared to differentiated chondrocytes (Dowthwaite, et al., 2004; Williams, et al., 2010). It is 

therefore apparent that fibronectin plays an important role in the adhesion and migration of 

chondroprogenitor cells. Furthermore, chondroprogenitor cells in cartilage have previously been 

shown to be migratory. This migratory ability can be modulated in response to both cartilage 

damage and cytokine stimulation (Seol, et al., 2012; Joos, et al., 2013).  

5.1.2 WNT5A and migration/invasion 

WNT5A has been known to modulate migration and invasion in numerous cell types and tissues, 

both positively and negatively. For example, overexpression of WNT5A in various pancreatic cancer 

cell lines have been shown to enhance migration in 2D wound healing scratch assays (Bo, et al., 

2013; Wei, et al., 2013), whereas overexpression of WNT5A in a hepatocarcinoma cell line has been 

shown to decrease migration (Bi, et al., 2014). WNT5A has also been shown to act as a 

chemoattractant to primary human neutrophils (Jung, et al., 2013) and as a haptotactic agent in the 

developing palate (He, et al., 2008). Furthermore, WNT5A stimulation promoted invasion of the 

typically non-invasive breast carcinoma cell line, MCF-7 (Pukrop, et al., 2006), whereas WNT5A 

overexpression in the highly invasive mouse breast carcinoma cell line, 4T1, inhibited migration in 

a transwell assay and inhibited lung invasion and colonisation (Jiang, et al., 2013). The role of 

WNT5A on migration and invasion may therefore be context-dependent.  

5.1.3 Aims 

Since WNT5A is expressed in osteoarthritic cartilage (Nakamura, et al., 2005), and 

chondroprogenitor cells have been shown to migrate to sites of cartilage damage (Seol, et al., 2012), 

it was hypothesised that WNT5A may modulate chondroprogenitor cell migration and invasion.  
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To test this, non-induced ATDC5 cells were used as a model for chondroprogenitor cells. Migration 

of non-induced ATDC5 cells was investigated using a range of biologically relevant substrates, as 

well as tissue culture-treated plastic (hereafter simply referred to as plastic) in combination with 

0.2 % FCS, which also contains fibronectin (Hayman & Ruoslahti, 1979).  

Potential chemokinetic and chemoattractive abilities of WNT5A was also investigated in both 

physiological and pathophysiological settings by the use of the inflammatory cytokines, IL-мʰ ŀƴŘ 

OSM. This was investigated both in 2D random migration, where cytokines were used in 

conjunction with WNT5A to stimulate the migrating cells directly, as well as 3D invasion into 

differentiated micromasses, where cytokines were used to initiate potential breakdown of the 

matrix before the invasion of non-induced cells took place towards a WNT5A gradient. In some 

experiments, WNT3A was also used to investigate the difference between the impact of non-

canonical and canonical WNT signalling. 
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5.2 Results 

5.2.1 Non-induced ATDC5 cells adhere better to fibronectin than to type II collagen 

The ability for non-induced ATDC5 cells to adhere to fibronectin or type II collagen at various 

concentrations was investigated following 60 min of adhesion. Adhesion was calculated based on 

the absorbance of staining with methylene blue, which was proportional to the number of adhered 

cells after non-adhered cells were washed off (for more detailed information on the adhesion assay, 

please see section 2.7).  

After plating for 60 min, significantly more non-induced ATDC5 cells adhered to fibronectin 

compared to type II collagen above 2 µg/ml (Figure 5.1). Adhesion did not occur at concentrations 

of 0.4 µg/ml or below on either substrate. Dose response curves were evident, with increased 

adhesion as a result of increasing concentration of substrate used. Maximal adhesion to fibronectin 

occurred at lower concentrations than to type II collagen, with adhesion to fibronectin plateauing 

around 10 µg/ml compared to 50 µg/ml to type II collagen (Figure 5.1). Based on these results, 

future experiments were conducted using 10 µg/ml fibronectin and 50 µg/ml type II collagen.  

Figure 5.1 ς Adhesion of non-induced ATDC5 cells to Fibronectin and Type II Collagen at 
different concentrations. Non-induced ATDC5 cells were allowed to adhere to either fibronectin 
or type II collagen for 60 min and non-adhered cells were washed off. Results expressed as 
average absorbance at OD 630 nm of methylene blue staining, normalised to adhesion to BSA. 
Significance tested by ANOVA + Dunnett post-hoc test compared to 0.08 µg/ml substrate. N=4 
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5.2.2 Type II Collagen substrate impedes non-induced ATDC5 random migration 

To investigate the ability for non-induced ATDC5 cells to randomly migrate, time-lapse microscopy 

was used to observe and measure the speed of migration on plastic, fibronectin and on type II 

collagen in the presence of 0.2 % FCS. This was calculated based on the tracking of 20 individual 

cells per condition, frame by frame, on different matrix substrates over 17 hours, with images taken 

every 10 min. For more detailed information, please see section 2.8. 

Non-induced ATDC5 cells migrated more slowly on type II collagen than on plastic or fibronectin 

(Figure 5.2). This result was seen consistently across three experiments comparing plastic to type II 

collagen and in three out of four experiments comparing fibronectin to type II collagen. The 

comparison between plastic and fibronectin was only made once as results were not significantly 

different. Additionally, the use of 0.2 % FCS provided a fibronectin-containing matrix. Together, 

these data suggest that type II collagen impedes random two-dimensional migration in non-induced 

cells. 

  

Figure 5.2 ς Non-induced ATDC5 random migration. Non-induced ATDC5 cells were plated on 
either plastic, 10 µg/ml fibronectin or 50 µg/ml type II collagen, all in the presence of 0.2 % FCS 
for 17 hours. Data expressed as average cell speed over 17 hours, tracking 20 cells across 
quadruplicate wells. Plastic to fibronectin comparison performed once. Type II Collagen to 
plastic or fibronectin comparisons performed three and four times respectively. 

* = significant compared to Plastic 
Ϟ Ґ ǎƛƎƴƛŦƛŎŀƴǘ ŎƻƳǇŀǊŜŘ ǘƻ CƛōǊƻƴŜŎǘƛƴ 
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5.2.3 Differentiated ATDC5 cells are less migratory than undifferentiated cells 

Cells isolated using trypsin from insulin-induced ATDC5 cells cultured in micromass and stimulated 

with ascorbic acid were allowed to randomly migrate over 17 hours on plastic or on type II collagen 

in media containing 0.2 % FCS. Non-induced cells which had been maintained in their 

undifferentiated state were used as a comparison as described previously. For more detailed 

information, please see section 2.8.  

ATDC5 cells isolated from induced micromass cultures were significantly slower than non-induced 

cells on plastic. No significant reduction in speed was seen in two out of three experiments when 

micromass-isolated cells were plated on type II collagen compared to non-induced cells. Non-

induced cells were also significantly slower when migrating on type II collagen compared to plastic.  

Removal of insulin and ascorbic acid from differentiated cells had no effect on the average speed 

(Figure 5.3 A).  

At the end of the migration assay, 21 hours after isolating cells from differentiated micromass 

cultures, cells had retained their differentiated status, as noted by significantly higher levels of 

Col2a1 compared to undifferentiated cells. Interestingly, micromass-isolated cells which were kept 

in differentiating medium (insulin and ascorbic acid) had lower expression of Col2a1 compared to 

cells which had insulin and ascorbic acid removed (Figure 5.3 B). However, this change in Col2a1 

expression was only seen once in cells plated on plastic, compared to consistently across three 

experiments when plated on type II collagen. 

On plastic, non-induced cells were flat and spread throughout the time-course (Figure 5.4 A-B). Cells 

isolated from micromass cultures began with a slightly more round, less spread morphology, which 

became flatter and more spread with time (Figure 5.4 C-F). On type II collagen, most cells from all 

conditions started with a round, unspread morphology, with those coming from non-induced cells 

exhibiting slightly more spread cells (Figure 5.5 A, C, E). With time on type II collagen, some cells 

from all conditions became flatter and more spread (Figure 5.5 B, D, F). 

These results indicate that differentiated ATDC5 cells are less migratory than non-induced, 

undifferentiated cells. 

  














































































































































































